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m m m 

10 HfJftglff 

#^¥9-2 9 5 9 9 9^#gte, J#BtPBm$B«»J U#5#£<£#C#&lil 

fa<DjfcM&U,%-s tfiW-k Integrin Associated Protein ("7!)7IA 

15 - 2 9 5 9 9 9^#{i s ^ o-t/l/»5f i^||)fi|c7^ 

WO 9 9/1 2 9 7 311 th<D Integrin Associated Protein (£*Tt h I 
APfc*f3 ; J. Cell Biol! , 123, 485-496, 1993 \Z.T ^ J ^MdCO-W^M 
^|5i6 ; Journal of Cell Science, 108, 3419-3425, 1995) %&il%tir J t 
20 o-t/^fttfeot, ^itfIAPl:tt5filltLitt (-frM^M&tf 

lSWts MABL-2ijt^ > Z.fl%M±1-%^ 7 V K— ^> MABL-1 (F 
ERM BP-6100) MMABL-2 (FERM BP-610l)&!2 

25 #I¥l 1- 6 3 5 5 t M AP»^t5^^D^» 
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IWlStT* h— i/ bO<D > in vitro XBtoMoMMfEffiZb 

#tcjg^^^ % ^ar-*«Fv«, *<o&&=wcfct: 

»«3*3BWT«J8$*tTV<>S. rtllt -fi#^tt [bispecific] ©ata^t 

5 — 2js:^F v©^to^ ^^Jb^l/TV^S (Kipriyanov et al. , Int. J. 
15 Cancer, 77, 9763-9772, 1998) e rtlbteU MIWai«tft3»$*5 - £ J: 5 

mz.f£MJ&<Dft{k • iS3Stt'B8#i-SEPOS^{^i"5$t* 2 0 0 
0- 9 5 8 0 0-S§*<k#&h Mu SKS^^Stl - *^ (Xie et al. , Nature 
Biotech. 15, 768-771, 1997) /feM^t^S. Ltf> U l&ft+itLtc&M 

25 -en T\ #3S9!##±!EMA BL-lfci IKMA B L - 2 Mt/C t\ti 
bl^*t5-*iFv©^-7>-^ I AP£#t-*»IJ&fc*JLT7# h-i'* 
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So 

Sfefc, #36K#BU ftf*^ (whole IgG) e*|Fv^-7-| 
#»M©&3E$Lfcf±3G©4y 9 u-i-frftftbti&LX&mz.Wi^mmttX'X 
20 38W<PBB^ 

< f±#* 2 - 4 % L < r*fr* 2 "O^trakasftfffcBBt" So 
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4 

tt-*m Fv©^ -?-X°h Z> i\ Xte2 o©H£l VfcJftfttf 2 o© L IVfil 

-doT/u^vv -rhy^fwv, ^stt^-ws^ ^ri^^i^s 

10 ■^7 s ^^5 L l/>'i3j;^^^^5 1 ^>'^i ? ) *fcttC 4 '-C l o7'^=U> (cis 
/trans— 3 — "f"?— W s cis/trans— 2 -<y7- 1-"^ cis/trans— 3 — < 
^=l^y*5j;Vcis/trans- 3 -^rir-V>ft T?*>5 0 
Sfc, -*«lFvfc3l^L5**««l^ 0!;ltfFv*ld»£fc#AL5S7 

^rfe^Hi-So -r.T\ %\3xm2 <dV tfymmffiZhZZ- tKX 9 7=*- 

f*\ &{fc$rfi\ (Fab) 2 X(i2Wf»$)5, r^T% 2mo^<Dmt 
25 LTft, (Fab) 2N 1 o©H«V««Xt5 1 O© LtfV«Sr£tf-:*:*F v O 



WO 01/79494 



PCT/JP01/03288 



5 

^mo^mKW^tz., tvHfcfc Mx.f£, mabl-i^, 

15 CDRfe£OTRcDT^/^ia?iJ£-«:^ (#Jx.fc£> ttlfeXttf+iP) L 

20 ±fB^^^cDRtcffis-t5. ^?*^<D*mmm wz.t£. 

afcSEftfclcHI-S. H*v«#;RtfL8Vffl#teW: % 0!l;ttf 
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6 

M?t\-£t hmms -rfrxmmftwwimmm, x\t*mm, terns, m&tuzv 

io KHf 3. 

20 -Y >gi£#©0)Jt bT«\ jcy^pjtfoi^ (EPO) * n 

(TPO) (G-CSF) ^ 

^77^3p=-$f|f (M-CSF) g^fr, |g^o77"-^3 

*~*-vmm* (GM-csF) gi^ mmmwrn^ (tnf) 

^-n^^V-l (IL-1) ^ (IL-2). ft 

25 ft. -r^^~n^dr^-3 (IL-3) ^fr, -T 4 (IL- 

4) ^mW-, 4>fi — u<{*ls-5 (IL-5) ^ ^*-n>f^-6 

(IL-6) -Y>**-o^*^-7 (IL-7) -Y^-n^f 

*>-9 (I L-9) S^ft, /f^-P^^y-1 0 (IL-10) gtfr, 
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(IL-11) (IL 
- l 2) 4 y?~-uj*y- 13 (I L- 1 3) S^^x .'f^-D/f 

dr^-l 5 (IL-15) ^y^-7xny- tt (I FN— a) 

-f y^-7iny- j3 (IFN-/3) g&fo -f y^-7my- y ( I FN — 

5 y) 5fc£fr> j&gtfvi^v (gh) ^y^y^s^ «#»if3t 

b^- (scf) &m#. &&±BL%ffm* (vegf) ±jsamfflFt& 

-f (EGF) #S$*S^ (NGF) JM^ffl&lfflKH? (F 

GF); fffr, jfiL/hffift^SIH^ (PDGF) ggfts f7^7t-?^ 

itstB^-js (tgf-0) 3t®&, &jkm&jm±m* (lid ^ 

10 ###ft$IIH?- (CNTF) g^fr, jr^^^ZfsM (OSM) S*#*3i 

2 -do hm vw$&'£tttf v k tt.Swi 5o #afc3E*fc# 

20 -i-^^O^^mm^^^ U (complementarity 
determining region ; £(TCDRi:t§) tiM^^o-t^ 

Hmvmm 
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fcot, m%m® tK fs, fv^fti:*) 

^A*i"«HilV«*XttttlBH«lV««©T5y»EM*-»ak«tfcH*[V 

Vf«OFRi:v!)W^n — f /^OHi V«#<& C D R «r£t? t h K{ b 

io *%m\z#rtz>Lmvmma±, mz-tfm&w (%®&&tzi± 

iiwt^t/^iLH^/^c-t/wcLiviit'fcoT, m 

mm^mmm (cdr) 

«*iit* ^ s tti!j^^# $n^4fi^7i/-A7-^i3 m<om ^mx 

25 (CDR) {ZXVm&ZtlXh^Z (Kabat, E. A. & N TSequences of 

Proteins of Immunological Interest] US Dept. Health and Human Services, 
1983) o 

Hffl24^(D-7 WA!7-^i| (FR) < O^^tt |3 - h^it^T «t <9 > 
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^©^3iOCDR|j:/W^WU CDR«I^a>3 0 - MHaft© " 
— tt^^fift-fS ClHfc5„ 3iCCDRttFRiao XftZLfc 

5 iJibfl5CDRS(«{tt, #bnfc^OV^OT^ymE^Ji:|iE^^V 
m®<D$t&T $ ymmnkZm&i-Z Z k\Z£<>X^ Kabat, E. A. ^ 
TSequences of Proteins of Immunological Interest] <D^^lU/5) i b^jt±l"f"^. t 

-MFv 

V^Sr^tf^y^^K©-*/^- TfcD, # b *i 5 F v ©^/ 

P-t^i^titt^totttll^tS 1-635 
5 7.t). £ t>\^ *»«©-**FvK*5V^ WBBpr5)Eflttl8*3it5/*fcr±C 
15 DR©-$£fc«^-©T5 /®?IE?iJ©-g|5£&^ (0!lxLfi£> Ifcjfc, g&Xtett 
7JP) i"S *3BWO-*«lFySr#^-r5H*V«*R^LilV« 
«tt±afcbfct>©"T»;fc»K H«V«*fcL«V««S:iaaSX«:y^*^ 0£L 
Oi^^K'J ^Z-ZfrLTm&iTZ-btfX^, ^Oi^iUTtt, [H#V 

20 SBWfcSS^Tfis Ctlfe-^F vtt^-fv-, M> ^-XftT 1 h 7^"-£tT^ 
~ 4 % L < 2 O^tf-^il&^fttt, ±i£© «fc 5 2 o£U:© 

#1- 5 &mm *WkM 5 ± 5 lag $ * s *> t> s . w *. t* 
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0!lx.tf N Protein Engineering, 9(3), 299-305, 1996 3 — %M 

10 S e r 

G 1 y • S e r 

Gl y ■ Gl y • S e r 

S e r • G 1 y • G 1 y 

GlyGly - GlySer 
15 Ser-Gly-Gly-Gly 

GlyGly - Gly - GlySer 

Ser - GlyGly GlyGly 

GlyGly Gly GlyGly Ser 

Ser - Gly Gly Gly Gly Gly 
20 GlyGly - Gly - GlyGly-Gly Ser 

Ser-Gly - Gly-Gly-Gly-GlyGly 

(Gly GlyGly-Gly Ser)n 

(Ser - Gly Gly Gly Gly)n 

[ntti &±<Dmmxh%i zmifzz.t&x%z> 0 &*L^vy* — -y^v 

25 (D^itVimt^^^m-XoX^^tK -*#1F v^fcV>Tf*il^l~2 
^^tf-^fCft^^&^-cte, ,[HiV||] - CL^VM^] Cm [L 
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m%3lrZ>tz.!b(D'<7?- K!> y%~<D&£ tt 1-307^1, L < ft 1 ~ 2 
[LflVfcflfc] (Xtt CL«V««] - [H#V«#]) frtbte5®-<Dftmi&£t 
7*5 /Sk 0fl<li3-3O7^i, $?3i^l<tt5~2 07^yST* 

El^ft-CV^&ffi&k WtttN-bKum^/W^K (NHS) 
i^^W ^ vVW.X^V— b (DSS), If* (^/V**:? 

(BS 3 h i^^tf* U^^W^^om-H (DSP), *J 
^jr\f* M (DTSSP) N xfuy^ 

Sa-A'W U^VW^^^^h) (EG S ) N s^l/^pa-Zl/ 
tf^ (*/l^;*^ ^ ^/W*^^— h) (*A-;fr-EG S) N S^^S'W 

5i?A«5BMft (DST), s?^>u#^^ W 5 '^158* (^*-DS 
Th if* [2- (^^->W§ K*^v*/u#=/u^v) ^fvu] */v*y 
(BSOCOES), If* [2 - (.X/l^^i/W 5 Kt**>#^#5A't* 
i/) jr.fvl'] (^;v*-BSOCOES) ftif"Cfc!9s wtik<2$£«J 

t< ft 8 o%£U:, ftt>0t t< 14 9 o°/o«ji±^-7- fcl-so^ilLfcy 

te.fc5#e>ft5. -*^F vO^iJi tT, MABL-1^, MABL-2$i# 
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tS^i-SHflVWfcLfflVftKSr^rt-StOtrMABLl-s cFv, MA 
BL2-scFvtt5. 2o©H|VlW 2 LflVflWcfc-grtf— #fl 

tfy^^Kofcifc bxtt, WrtB*y^p-^/utfi:flc**oH«iv«(*iL«iv 

i^t5t)©^MABLl-s c(Fv) 2 , MABL2-S c(Fv) 2 i:t5 0 

ffi F L A G£t#£/B V NT *V -r-^JSfc $ * 5 - 1 T?t 5 „ 

10 *&W<D$C$£%ftMrPZ>ti1t>\a-±s ^tL^3-Ki"5DNA. IP*)-*«Fv 
«r=»- Kt5 D N AXlW*^-*i^ 'J K«r = - K1-3DNA%#5& 
Wtf&Zo mf)«DNA|j; s ^ilfMABL 1 - s cFv, MAB L 2- s c 
Fv, MAB L 1 — s c(Fv) a St;/XttMABL2-8 c(Fv) 2 «:|J 
MfEF vft^HiVfWLiVi^3- K1-5DNASrJBWt\ Xttr. 

15 tib©DNAt:iIi:U -toBa^OrtOBfaoT^/SfcK^JSra-Ki-SDNA 
*©JE#S^^S:/?-f v-#«rJB^3 p CRife£ J: D £ 

#V*S«fcoVvC* 7$yREW©-»i&g&j^Si-*»£fctt, PCRM 

25 ^OHiMLi©?^ fc°:^£LTM^©S!£&&6&g#&5o MAB L- 
ltrCft, MABL-2»i^ MABL-l»itlLiWy.lI©H 
flfcWU MABL-2^(4KlLi&tJ!y2 aI©HfSrtt5r 
frfcftoTl** (#S¥l 1-6 3 5 5 7#). HfrfEMAB L - 1 fcifc&tf/Xte 
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MABL-2$Lfc<DlimvmMRTfLmV&M*= 1 - K1"5DN A&# V * 7- 
•V&mfcfo (PCR) ^Xi$mir% fctt* Jones, S. T. 6> N 

Bio/Technology, 9, 88-89, 1991 KlBfcSftTV^:/?^ ^SrffiV^ r. i^T 

5 tfit*KJi& (PCR) Mi^TMABL-l^MMA 

Clt, MA B L - 1 ^0H*V«*XtJ5MA B L - 2 R#©Hi V*«©« 

-wen 5' -^t^-^-m^' -*j»^7>f^-Sr*Si-5. 

WtHi n f I^»r«Wa*«tti-*E5IIGANTCSr&WU *LT3'-* 

#K|£fh£;ft,fcPCR:7 0 7^~£;BV^ MABL-1, MABL-2ftft 
©*V««Sr3- Ft £ c DNA*-til&«)5* -3tt^3' -5^Bfc*3V^Tas*: 
4fc£8^l£*AL"t\ **Lbj&s£^**--ia$£fc:#A£;h,5± 51^ 

cOT'y ^ffiV^T P CRKl<£ 19 ^if® LT#]fc.MAB L — 1 % MABL-2^ 

#<B#V«#£ % MS®* bCft^i-W^^H-SHEF^Sl^^- (WO 
9 2- 1 9 7 5 9M) (CjfALfCo * P-Wfc $nfcDNA£^g2»^fifeS 
©^fe tfO&fcE, 3iS*^^^-lJ:jfAU illiDNA^-^^^f— (Applied 

25 Biosystems «r/Bwrfr5 i 3. 
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g<z> r 5: / KiB^iiis «t tm * £;nr-f * ^t 0 ^ k y ^ * - * Kl-« dna^ 

*LT, iDNA^LtH|ViWLiV«|3 
SDNAMSriiS^tJxjf, ffilBDNAfcHSSfcLT, ^LTS*<£J>^# 

10 #»9IK:*5tt$&gJfc#©##V«l$tt, fiS&O&flf (Mx.(i> Sato, K. 

b> Cancer Res., 53, 1-6 (1993) ^#|©r £ ) fcfflV^ r £ Kl £oT, t M 
fcirZZbfr-zimX'hy, £fc-B.fc bSl-fbF v««Sr = -Ki-5DNA*sf^K 
kMft-*iFv, thift-*iFv|f^ kM^/^D- 

20 V^Ts tiL<Dmi%m, fcfcfc hA*OHiVf^rJ«L«Vfa t hf±!&<Z>- 
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5 «*ftU& % ^L<{iCHOttfll4t5S^ «Jkfl|i»i6tf»lf«*-*«l 

jis^s X;«MJ3&, RuwsiHak mxiKWMnms m^mwm^ mz-ti 

Sifc^f 5 Q 09*.f£ % t h • t^f h*#P ^/W* (Human cytomegalo- 
virus : H CM V) mm (immediate early) ^n*-^-^ftit50^S t 
25 V\ HCMV^a^t— Sr^i"53g3a-<^^-©^|HH:, HCMV-VH- 
HCy 1, HCMV-VL-HCK#T*feot, P S V 2 n e o\Z&&t<£>'77 
K-<^ (mffiteM&WWO 9 2/1 9 7 5 9#J£) m$Ji3. 
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ZJ/ls*^ v/5 7y!>^4 0 (SV4 0) ^0WW7Pt-^"-^fc 
b • ^y^y^K^^->- -lo^-Vay - (HE F — 1 

a) *^0«t9L»*iieiaS*0^ , a*--^-MV^tfJ;V\ MSV4 0© 
5 ^P^-^-MtSi^ Mulligan, R. C. ibO^fe (Nature, 277, 108- 
114, (1979)), $.tc, HE F- 1 ayn^— ^r^-t-S^f^ Mizushima, 
S. h<Dj?& (Nucleic Acids Research, 18, 5322, (1990)) tefez.lf®M\Z^M 

m.M&m (o r i) ^ Utlt SV4 0. ^ — 7>>-f/l/* N TxV^A- 
10 ^fo-r^;^ (BPV) m<D&&<D o r i &£3V>5 £ > $ 

(3') II fcSV^il (neo) ^5^^-* (TK) ikfc^s * 

J^M^ib^^-^T^^^*]) ^;Vh7^7x 7 - i? (E c o g p t) 
i?fc KnHtt£5c*# (DHFR) *^&*r&tf 

?&SH6ifcLfc»*J»ll& % {^JitfCOS 7«XftCHOtt^*U fulfil* 

fit b I AP^r^m-f-S^^^eiL^m^L 121 oiia^ 
in vitro Wi/^A-fiBtBljBa** (MA BL-1 ttflt. MA B L - 2 
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in vivo x*<Dmmum*s M7L&&mfcm*t h iAP«t^i^ m*. 

5 tlx, ^©ii^^Po 3feTt h#ttffi©^/w**£fftjfcu SK^** 

*^©«ftfr^ Stfl^ (whole IgG) tJt«LTW4«^ 
kt£Z>*;?v -^Sift 3 i i: tE J: o ©•^-^fcM 

25 3 *5 £ £ t> 5 o 

2fe 1^*38 WSr, kMAPC^t^;^-t;^ (MABL-lft^ 
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5 ^W^^^t^M^&^V^^V^^, t b I APW^^^^MAB 
L-l, MABL-2^M|4t5W^!) K — v\ MABL-lMAB 

l- 2 » % ^eti^c^^ftas-cfcsassM^x^s^^x^x^^ 

M (»o<{ffUI-Ti 1#3-^) 1 9 9 7¥9lH0i^ SK# 
f^^FERM BP-6100, FERM B P - 6 1 0 1 t LTS^I? 

10 f6£*vrv*5 0 ■ 

t h I AP(^f5T!)7^y^n-t;^MABL-llU ! MABL-2 
<D*jmW$,% = - Ki" 5 D N A fc&O i 5 K UT * a - Wfc Ufc 0 
15 1. 1 ^yt^ir-RNA (mRNA) <DW& 

K-7MABL-lMMABL-2^bOmRNA^ mRNA 
Purification Kit (Pharmacia Biotech |±HQ ^/B^TflM Lfc 
1. 2 ^icDNA^ 
fain gOmRNAi!) Marathon cDNA Amplification Kit (CLONTECH #W 

20 »rr*«cDNAmu Tyy^-^m^vtc 0 

Thermal Cycler (PERKIN ELMER tfcSD &JEV^TP C R&£fTofc 0 
(1) MABL-1 Lg[Vffi«c^3"-Ki-53tfi?-<P*»li 

25 : 1 \Zitfr7 ?Zf? -^y (CLONTECH frgi) s Xtf^ * * * 

y L m C ^IB^IJ k ^4-79? 4 Xi-5ig?!l## : 2 {C^MR C (Mouse 
Kappa Constant) T^-f-v— (Bio/Technology, 9, 88-89, 1991) Sr^V^fco 
PCRii5 0/z ltt, 5 n 1 © 1 0 X PCR Buffer II, 2mM MgCl 2 , 
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0.16mM dNTPs ( d AT P x dGTP, dCTP, dTTP), 2.5^ 
= yf ©DNA^ ]) * 7— t? AmpliTaq Gold (£1± PERKIN ELMER ftfth 0. 2 /x 
M©E?U«#: 1 t^t7 W-^7-<^-i 0. 2 /iM©E?IJSf : 2 fc^-f 
MKC^^^-SWMAB L - 1 ft^©Z*ic DNA 0. 1 /z gSr^TU 
5 9 4t©WSiCt 9^U^C9 4tCT 1M 6 0mi« 

t/7 2tl:ti^2om ^oliJ^T»Lfc 0 :oiaitf>f^^3 5iaK 

(2) MAB L - 1 HlVM^3>- Kf§ c DNAtDii 

10 S.tJ ? iB^J#-§- : 3C^tMHC-7 1 (Mouse Heavy Constant) Zfy^i^ — 
(Bio/Technology, 9, 88-89, 1991) £JSWc 0 
cDNA©J|ffiH:, 0. 2 /zMOMKC^'f -^-©ftfr*) 0. 2juM©MH 
C-y i:/7W^-£/I^Tii*gLfc££|&l^ BU IB 1 . 3 (l) fc*5VvCL 

15 (3) MAB L - 2 LiVtilc^J - Kf § c DNAOili 

PCR<Dtzlb<D7°7s(-?-k LTSa#l#-5§- : 1 \Z.7fi+7?-79*-'7 , ?<f-**- 1 > 

cBNA(Dm%iX MABL-lrt*©I*icDNA 0.Ug©ftfc!3t 
MABL-2»l*«cDNA 0. 1 m g &JBl^T*B#gLfc&&&l v t\ W 
20 151. 3 (1) m^MABL-1 L*Vfc^fc^O*f BfcoVvCBfcLfc 

(4) MABL-2H^VM&£=3~K1-5cDNAg>ifiil 
PCR©fcft(D7 , 7'l'-7'-i LTiHW^- : 1 K^-fT 9°-?9--?7 4 1 > 
SOTJff : 4t*tMHC-y 2 al/y-fT- (Bio/Technology, 9, 88-89, 
25 1991) SrEl^fc. 

cDNAOifitt^ 0. 2 jbMOMKC^^^— ©ftt>?)fc0. 2 ii M©MH 
C-y 2 a ? : 7'(-?-*m^Xi%mi>t:&*^X, PilE 1 . 3 (3) fc&V^T 



WO 01/79494 



PCT/JP01/03288 



1. 4 PCRMOjj 

ffirffi <D X 5 \Z L X P C R i 9 Jffrg L fc D N A Bf £ QIAquick PCR 
Purification Kit (QIAGEN &§!£) SrJSVvtUftRU ImM EDTA^^TtS 
lOmM Tris-HCl (pH8.0) 
5 1. 5 gSfeRt^gfejfe 

±BBO £ 5 t TWJSl L7cM A BL-1 fc**- £ * * v '<W. L ft V««& = - 
K*fi*fitT-^//t?J*«DNAMff^-|&l 4 0 ng^pGEM-T E a s y-< 
^ (Promega f±$!l) 50ng^ 3 0mM Tris-HCl (pH7.8) % 
1 OmM MgCl 2 . lOnMi^^Wf-A', ImM ATP&tfS^- 
10 =yh T4 DNA^-f (Promega ^tt5gJSJI^^t\ 1 

5 °CKT 3 tifffiffiS £ tfc. 

#M) 5 0 /z 1 ^Lt:«mt3 0#IHk 4 2tiITl^H 

LTStf*±r2#|SIfHlL;/i:. &VvT?l 0 0 ju 1 OSOCSifi (GIBCO BRL *t 

15 $1) fcan*^ loojig/micrytvyy (sigma tfcjR) itttSLB 

(Molecular Cloning :A Laboratory Manual, Sambrook S> N Cold Spring Harbor 
Laboratory Press, 1989). #35#*±H:r. ©*»Bfc&ftU 3 7tfcT»S* 

roMfe^^, 50a g/m 1 (DT>t°i/y y^ttoLB«i3ml 
20 T'CfC-Cfc^iSFlIU ^Lt:«W^ QIAprep Spin Miniprep Kit 

(QIAGEN tfcSl) fc/BWCT^;^ KDNAfcflflKUt, 

£5 LTftfeftfc* K— 7MABL-lCS^t5v!)^^j/^lL 
iVfil^n- Kf*3tfi^tr^*i-5r9^ 5 K£rp GEM— Ml Lt^l 

25 ±1B©H0C#&^oT, K-^MABL-lfcfc#1-5^£*H«l 

pGEM-MlHi^Lfc, 

W/y K-7MABL-2|:*m-7^^^S'^lLiVf^ = 
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-K^3*fi-?*r£*1-*:/7*$ K&**«DNA0rtfa>fcfEKU p G EM— 
^7 * t K«rf»«D N A»f jt*»fef^« U pG EM— M 2Hi 

5 L7t 0 

ussw 2 (d n A<Dm.mmm<D&:jg) 

HUlEOy7^^ Kt© c DN A3 - Ki^SiS^O^t^ iglDNA^ 
— ^.^f— (Applied Biosystera thK) S.t>* ABI PRISM Dye Terminator Cycle 
Sequencing Ready Reaction Kit (Applied Biosystera $M) SrJSV^Ts 7* ' ^7 
10 mfeto-fu h=i-/H^oTtTo7t 0 

^7^5 Kp GEM-MI L(^tL5v!)7MABL-lCTOLiVi^ 

Sfc, ^7^^ K p G EM-M 1 Hi^f Jl5 ^ !>^MA B L - 1 »Hi 
15 *fc, ^7^5KpGEM-M2LC^il5-7^MABL-2»Li 

^fc, y^^^ Kp GEM-M2 Hi^ttlS^^^MAB L - 2$L*©Hi 
H»]3 (CDRO*© 

4o©7WA!7-^M^3o^im BPt>ffi*H4*J£«* (CDR) 

TV^fl*. -^s CDR®«©T5y|ffla5lJ©SEattW:fii«)Ti(SV^ (Rabat, E. A. 
P> % TSequences of Proteins of Immunological Interest] US Dept. Health and 
25 Human Services, 1983) c 

3E««©T5yifeiB5!lSrKa bat fete J: 5 ft«**tfcltfror ? 7 ^IE?U<D-r 
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* 1 








5 k mn 




CDR(l) 


CDR(2) 


CDR(3) 


pGEM- 


-MIL 


5 


4 3-5 8 


7 4-8 0 


113-121 


pGEM- 


-M1H 


6 


5 0-54 


6 9-8 5 


118-125 


pGEM- 


-M2L 


7 


4 3-5 8 


7 4-8 0 


113-121 


p.GEM- 


-M2H 


8 


5 0-54 


6 9-8 5 


118-125 



10 (^n — WbcDNA©J831©*R (^7MABL-l»tf^ 

^7MABL-2»^i)) 

4. 1 »^ 7MA B L - 1 ftftggg^^ ^-OffiS 

MAB L- 1 L0l&tfH0lV!Wff& = — Kt*5 c DNA^ a-Vp GEM-M 1 
15 LXVpGEM-MlHSrPCRfeJCiD^tdiLfe, tltHEF^^^- 
(i^HMWO 9 2/1 9 7 5 9#JI) ^Abfcc 
L^V^Ofc*^Su^7-r^-MLS : 9) Rt*H*V«l*<D 

fc»©t!f*7*7'f-7>-MHS (E^l**: 10) {4, <3?V^© y -^-ia 
^J©t?0lr3~ Kt5DNA(W^]) ^XLloK o z a k = y-fe 12 
20 ?tl (J. mol. Biol. , 196, 947-950, 1987) RXfiH i n d III. mWtB%&&*% 
■f5J:5fcRtH/fc. LiVl^OfcfeOl^7°7^-7-MLAS OEW* : 
1 1) R.t) { H^V^J|5<D7tl?)Om^7-r^-MHAS (62#l«#: 1 2) B\ 
J «r = - KtSDNAE^JIW 7*y^X t JLo* 7°y-Y * Vi— 
mH&tfB a mH I fHIEB**3Mfcfc*ri-3 £ 5 fcKth bfc 0 
25 PC R?g?& lOO/il tt % 10M©10XPCR Buffer II, 2 mM M g 

Cl 2 , 0.16mM d NT P s ( d AT P , dGTP, dCTP, dTTPh 

h©DNA^y^7-f ArapliTaq Gold, 0. 4/»Mfo©#7'7>f 
W8ngOifDNA (pGEM-Ml LWpGEM-MlH) ^tfU 
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9 4t©WSlCT9^f^ LXm^ 9 4°C^T 1 6 0°CKX 1 

7 2 °C £T 1 # 2 0 S>R0, r OjliffT'M t fc 0 - (D&M-i-J ^^3 5 

PCR£j»& QIAquick PCR Purification Kit (QIAGEN ttfil) fcJBVvtftl* 
5 U Hind III &tfB aaHItHftU ^ltL«Vf*fcoV^li> HE 

i-5.DNAWf^Sr^tpy7^5 KSr-tiV^-h/HEF-Ml L % HEF-MlHi 

10 4. 2 fr^MABL-2ffift%%«<*»-<Pf£$S 

c DNAO^«8iXl5^P— ^"y{f\t^ p GEM-MI LMpGEM-MlH 
(DiXfrV HpGEM-M2 LXt; p G EM-M 2 HSrttiD N A [lH£ Ufc^iS: 

m^x. una 4. i^^Tia^Lfcoi^c^fe^.ttniii'ss.wn-^v^ 

£f?V\ DNAE«Ot, :£U^DNAE^&#1-3DNAJtftf£rgtf:/7 
15 • ^5: K^MtlHEF-M2L, HEF-M2Hi:^ Lfc„ 
4.3 C O S 7 »^D]f fc^A 

3^ 7MABL-1^£W 7MAB L - 2#fr®— ffi*4*5&$r*MRt-<5 
fc£\ fi&iB38&-<**-£COS 7«^^V>T^tfc c 

(1) ^^7MABL-lW»tA 

20 HEF-MlLiHEF-MlH^^^^lr, Gene Mser ii (BioRad & 

ISO Srffllvr^W ha#Wi/ s y|:J:5COS 7fflJSfc:|^l$^JHEifcLfc. 
^DNA (10/xg) t> PBS^lXlO'M/mlOO.Smllr^^y 
h KlAOx., 1 . 5 k V, 25^F (Dg&KX'Vl'X 
ilCT 1 O#ra©lHKt»lffl<08K Fp#V->3 ^S^HfcM^r, 

25 1 0%O 7 —tfu7D ^7 y-^i/«&^jfc»^W1"SDMEM«lt?S (GIBCO 

brl ttiso icMtto 7 2mmmm<D'&, mm±.m*m&. m^m^^^mm 

(2) jt?L2MAB_L^2jt££g|s±&A 



WO 01/79494 



PCT/JP01/03288 



24 

7MABL-2W^WAil HEF-MIL^HEF-MIH^ 
?fi—<Dftt> 9 (CHE F-M2 L i HE F -M 2 H^f ?~-%f%^tcM%^T, 
M1B4. 3 (1) ra^tfcO^i^C^&^J:^ COS 7«^|^B#^K^U 

5 4. 4 7P-f^ h MJ~ 

M hV-*fti± 0 k h I AP^m-T^^l7^ejfiL-!R«^L 12 1 OfflJft 
4X1 0 S ^K, ^^^MABL-l^^ia^-frfcCOS 7«©J#*±*fe 

10 ^bn-zi^iLTt h I gGlS* (SIGMA ttK) £;&tl*u *±KT^ 

— >a ^S:t/Sfe#<7)^, F I TCSsLfdjCt b I g Ginlffc (Cappel *±M) » 
*.fc 0 a y^tF^Of> FACSca'nll (BECTON 

DICKINSON %kM) KX%yt%i&*M7£Ltz 0 

^<D^^ ^^7MABL-lWt;W7MABL-2W, t M A 
15 P^MtSL 1 2 1 Ommc!$gtf)\C&£LtzZ itlb<2^7ft 
r> * ^ y ^ a -t/^^MA B L - 1 Xt?MA B L - 2 C0^:*veft£> VfS 
^(7)iELV^it^i-6r«i:^pjt ) ^i^orc (mi~3)o 
lHi£0i|5 ' (St^MA B L - 1 ^^t/Si^MA B L - 2 F v 

(s c f v) mmoftm) 

20 5. 1 SitoB L - 1 i^-MF v O^i 

WMABL-l^-*iF v^^O^CLT^LfCo Si^MABL 
-l^H^V^, y^-^, MSffi&MABL-l^LiVli?: 
^H^HPCRfeMVN-CiiiiilU a*H-5£i:fc:J:>!K f?H/&MABL- lft 
#-#0F v<H1^Lfc e ^^^^1114^^^-t-o S»ABL-1 

25 ^-*^F vO^MOfcfe^e^^PCRT'^-f^- (A~F) Srffiffi Ltz a 

HiVf*CfcftO|(l*y7'fv-VHS (7°7 / f"7 u -A, E^-^ : 13) 
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BR»*B««Wtt«rWi-5i5fcRtf-Ufc. HiV««©fcfto!li'r7'f^-V 
HAS (7*7^-B % BB^IJ#^: 14) I4 % H<RV«*OC5jc««r3- K^S 
D N A 7*'j^XLIo!J^-i 7 7 7*1-5 J: 5 fcRff Lfc„ 

5 !)y*-©fcftOi^7'f^LS (7*7-f^C> BflJ##: 15) ft, 

«Sra-Kt5DNAi 7 7 7*1"* J: 5 t-Rff bfc 0 y y#-<Dtcit)<D 
«7°7^-LAS (7*7^^-D, ga^lJ*^-: 16) f4 N U^^C^jg 

10 NA<b^w?-^ i y7 0 1-Sct5rafhbfCo 

L0(Vfc#©fcfc©tfr#:/7^^-VLS (7°7^^-E, 17) 
ft, y ^#-©C*ffi&3-K1-$DNAfcW7 # y ^XLIOLiVf^O 

fc*©f^7°7^^VLAS-FLAG (7 B 7'l'-7-F, @E?'J#-§- : 18) W\ 
• 15 LHV««OC5ldBSr3- KtSDNAlW^U^XtloF LAG^7f 
KSra— K^SIB^J (Hopp, T. P. b> Bio/Technology, 6, 1204-1210, 1988), 

2fl©*EWib=» K>-XtTE c o R I Mmn*mWtiiLtt1rZ£5 KRfrLfc 0 
^— PCRSPi^*3V>T3o©SiSA-B % C-D&tfE- F fcf?V\ ^LT' 
#PCRM^»ilfc D Ji?-PCR^fe#btlfc 3o©PCR4^» 

20 E)g#:^ffitt^«t!5T7i?V7*/l'$^:7t 0 T"^ ^-A&tfF 

MMAB L- lftfle-fcfcF v«:3-H«££DNA«rJlMIbfc (IB-P 
CR) 0 fc:Jb\ PCRtC*3V^f4, Si^MAB L - l^HiV^% = - 
K1~-57°77. 5; Kp GEM— Ml H 2 N Gly Gly Gly 

Gly Ser Gly Gly Gly Gly Ser Gly Gly 

25 Gly Gly Ser (E«#-§- : 1 9) 5 ^*HH«*3— K"t"<5 

DNASfi^lJ (Huston, J. S. Proc. Natl. AcaA Sci. USA, 85, 5879-5883, 
1988) ^-C^S^^^KpSC-DPl, OT»ABL-1^L 
flSVffi«Sr = - Ki-S7*7^ 5 Kp GEM-MI L (H»J2&#RS) 
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£— PCR&»<0?g$R5 0 n 1 fl % 5^ lOl OXPCR Buffer II> 2mM 
MgCl 2 , 0.16mM dNTPs, 2. 5^=!/ KODNA#^7^ 
AmpliTaq Gold (£lJh PERKIN ELMER tfcSi) N 0. 4 /z Mf 0©#^>f 5 
5 ngO#»iDNA«r^tU 9 4t}<0$O»li&gfc:T 9 ^Fsl^ Utftfc 9 4*Cfc 
T 1 6 5tiITl ^Hlfctf 7 2 °C^T 1 ft 2 0 - (DMfcVMm bfc 0 

~<£>^1M^£3 5ES«Ufc^ £J5te 7 2tf7»lL 

PCR4WA-B (371b p), C-D (63 b ph RTfE-F (384 
10 b p) £ QIAquick PCR Purification Kit (QIAGEN tfcfil) SrJBVvtltJllU f?~ 
PCRtTyt^/VLfc, SSUPCRtCiSVvC^ i!iUl20ng©I- 
PCR4^A-B, 2 0 ng©PCR±^C-DMl 20ng(DPCR4 
J&^E-F N lOju 1©1 OXPCR Buffer II X 2mM MgCl 2 , 0.16 
mM d N T P s > 5 a — *j h (DTD N AtK y 7— £ AmpliTaq Gold (£t± 
15 PERKIN ELMER tfcSD 9 8 m 1 OPCRS^S^ 9 4tO?0ifiIlu 

T 8 LTfcfc 9 4 °C^T 2 6 5 °C^T 2 ftFfflklP 7 2 °C^T 2 £M % 

T^^-AXtfFfcJlJjilfc. ^1X9 4t«tet l»lt^C9 
4 < tt£T 6 5tW:-Cl£ia£tf 7 2°C(Ctl5>2 0fFI> Z.<DMft"?3Xl 

20 5BR«Lfc«, 7 2 < CCT7» 

^IPCRCi V±Ztz8 4 3 b p^DNAHf^SrfflflHU Nc o I&tfE c 
o R I TfMU t#b*lfcDNA®rtf&p SCFVT 7"***— fc* n— 

25 KljI1~5pe lBSs?-}-A4Effl (Lei, S. P. t> N J. Bacteriology, 169, 4379- 
4383, 1987) £^W* 0 DNAB^ftSOlt, ffi^MABL-1^-* 
&F v^jEUV^T^/^Sa^J^a-Ki-SDNA^^tfT'y^^ p s c 
Mli^Lfc (B5fc*flB) D ^T 9 ?*^ Kp s cMl ^*tt5ff«^MAB 
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l - 1 st#-#$(F v ommsffl&VT ^ / %mmzm&m% 2 0 (c^i- 0 
-zftm-rzitib, p s cMi^^-%pcRSia!)iiLfM ^tx#b 

ftfcDNAltf#£pCHO138^**-fc£ALfc 0 fcfc\ ^J&S-^^-p 
5 CHOlIt DHFR-AE-rvH-PMl-f (W09 2/1 9 7 5 9# 
fig) ^e>> Ec oR iWSma I nfjfcfc J: 0 EcoRI 
-Notl-BamHI Adaptor (SfflattUK) £**H-3 £ t K X V 

10 3-Kt5DNA ^ y X Sail $9 &&§&%Sf$& £ -5 IS 
: 2 1 ^1"S a 1 -VHS^.^^-Mf^^^^-t 

2'l^fFRHl anti £r£|V>fc. 
P C R^fig 1 0 0 /i m N lOju 1O10XPCR Buffer II N 2 mM M g 
15 C 1 2x 0.1 6mM d NT P s „ 5 bODNA/K 1) ^ 7 — ^ AmpliTaq 

Gold. 0.4MMfo©4y7^fv- N 2&.t>*8 n g©§lDNA (pscMl) £ 
tlU 9 5t©«gCt9^r^Lt^H9 5°CKn:i£f^ 6 0 e C\ZX 

3 5Hl£«Lf::^ S«^tlSrJl^7 2°C-e7^MLfc, 
20 PCR4» QIAquick PCR Purification Kit (QIAGEN *±M) ^r^V^T^ 

L> Sal I&t>*Mbo II T-m^L, N*Sflffi|MABL-l^-*0 
F v£ = - VlrZDNAWrftZmc pscMl^^Mbo IIS. 

0EcoRI T'Mfc U C*Si^i^MA B L - 1 $t^-^F v & = - K1" 
3DNA®rJt£#7c 0 ^LT, Sa 1 I-Mbo II DNA^SD'Mb o II- 
25 EcoRI DNAi^^p CHO 1 - I g s ^<^^H^ P-=y^Lfc. D 
NAEMftllOS, iELV^DNAgfi^J%^•i-5DNA8'f>I•^-a^f7 0 7^^ K&p 
CHOM1 £-fr£Lfc (0 6 4r*Rg). *M^^-?CH01-I g s 
te> BifL»»»lim^(-jii-S^!>^ I g G 1 A&n (Nature, 
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332, 323-327, 1988) $r£A/*CV>5. ^^U'p CHOMll^ftlSSS 
fi^MA B L - 1 $i*-*iF v (D^Sia^JS-t^T 5 J »E8I£E?!I#^ : 2 31C 

5. 2 MMABL-2feift:-^iFv(D^i 
5 Si»BL-2^-*iF v&itufES. ll^oTffULt, f-PC 

RtCjoV>Ttt, p GEM-MI H©ftfr 5 (M^MABL-2^HiVf« 
^ = -Kt5/7^U'pGEM-M2H 2 % MpGEM-M 

1 L ©ftfr t» ic^^MA BL-2 ttfcLflVW** = - Ki"5 ^5* 5 Kp G 
EM— M 2 L (IIJI^J 2 fcfcJSU ff»ABL-2^-*|Fv 

10 OEU^T^/^gfi^l^^-K-f-SDNAifJt^tpyy^^ Kp s cM2fc# 
7t 0 ^7^5 Kp s cM2fC^*tl5H*J^MABL-2iR:*-*«lF v©«[ 
TOtfT 5 / &E#!fcE3aj#^ : 2 4 te;5*f 0 

p s cM2^# ?-(Dmmfc£ VftM&MAB L- 2Stflc-*^F v?) 
IE LV N T 5 7 ^IB^J^a- Ki"« DNAlff^^tpi*?IJB*«lja*affi P C HO 

15 M2^*~£#fc„ *7 J 7^U , pCHOM2lCtt^5SijtMABL-2 
ftft-#f(F v OitSETOtf T 5 /glIE?iJ£E?lJ#^- : 2 5 fc^f, ' 

5.3 C Q S 7 gjjj^O&feg^A 
S«figMABL-2^-*!|F v©Hitt3SSl«:fcjM"«fc** pCHOM 

2^^-^COS 7*HJ&fc*5^-OWfcUS:o 
20 pCHOM2^^-|r, Gene Pulser £ft (BioRad ttfiO ZR^Xx-lsf ^ 

o#^3 >l££ 9 COS 7 M&Kl&'ftft&LIZo DNA (10 jug) is P 
BS^flXl 0 7 «l/m 1(750. 8 m l^^yMlJlIi 1.5kV, 25^ 
F Olfimt^^ 

25 1 0%<D^i^ih!^]km^^ir^ IMDMif*^ (GIBC0 BRL #M) \OBx.1Z. 

5.4 c o s 7 mmmm±m#<pmitftMA b l - 2 fet^-^F v o&m 
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pCHOM2^^ - Sra-g^A t ft C O S 7 «Bll&i§*±Jt * fc*5 5 Sfl* 
$MAB L - 2 fc&-*MF v & 7 >7*P V s ? 4 «t 5 fltS tfc. 

pCHOM2^^- $rst^^^ A LfdCO S 7 «Bfl&#*±flF& = > b o - 
/^ItpCHOl^ * - *r3te-7-t»X bfe C O S 7 $Bfl&i£^±i£fcoV>-C S 
5 DS*jWMttfcfTV\ REINFORCED NCl (Schleicher & Schuell 

0.0 5%Tween20-PBSlIt» #CFLAG#i;# (SIGMA %kM) & 

gG^ (Zymed ttM) SriD*., IfiCT^y^a^a^ 
10 IfiftiMk SIC^K (Kirkegaard Perry Laboratories *fc§4) 
(87). 

^O^, p CHOM2^^-|ACOS7ttSfii:f^WFLAG 

^7^ KtfJWSfc* w<*Kj&Hftffl3*u - ©jM±tt*fc?5*j£MAB L- 2 
F v $ ftT V ^ -5 r i jJS §3 & 3^ * o fc. 

15 5. 5 7P-f^ b;< by — 

b;* bU— ^fTofc 0 t b Integrin Associated Protein (I AP) *38^"f5 

^!77 6jfc(R$BJlfr&L 12 1 OML fc5V^ = :/bn~/v£ UpCOS l-< 
**-Sr?giflEJfeLfcL 1210 « 2X1 0 "flfc, MMABL-2^- 
20 *«F v^«m**fcCOS 73BBJ&Oi&*±?||fc5V^=y bP-/ui: LTpC 
HOi^*-<H£SCte&L;r::COS 7»J»©JM±»«:ai*^ *±fc-c>f J"* 

x.'Z—i/ a yRXf&8XD&^ y^^FLAGCT (SIGMA tfcjR) fcj&fcfc. <f 

y^a^-^/ 3 yS»©^ FiTC»»ifcft"r^igGSi:# (becton 
Dickinson |±M) SrJn^fc 0 s^y^a^-vayTO^oi, facsc 

25 a n§£fi (BECTON DICKINSON tfc») KTl£Mi&£$!l£L7c e 

R«|jtMABL-2jl;#-*iFvli, k b I A P L 1 
2 1 O^flS^^fft^^Lfci <hK:J; 9 N r©S»ABL-2^-*i 
Fv#kb Integrin Associated Protein t^t577^-f^^$rf f5 " £ 
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5. 6 Competitive ELISA 

bl-2 %ifc-%im f v <ommtk&m&*ME. i>iz. 

5 In g/m 1 KWU&l>1tftFLAGffitt:9 6 h^^/M^P 

X., 3 7'CtT2[$F B ^y^ a ^-fUfc, l%BSA-PBSlCTy 

J§C31£^- (IE»-?§- : 2 6) Sr^A Ufc C O S 7 Mlf»±?f £ P B S KX 2 ft 
^LfctO*#^*/WciPx.7t 0 MfcT'rvafa^-h&tHfeJMfe, 100 
10 ng/ml ^HSbytlf^WbMABL-2^5 On 1 fttWfi&ftJRLfcB 
fjjMA BL-2 £tft-#giF v^COS7 *BJj&J§4l±ft 50M &MfB L-fc 

7 Tf-HW-fr* YV-fYT fcft?> (Zymed *fc$8) SrJBx.fc. illCT^ 

f&tfifeif-^ ££&&C (SIGMA ftjgD fcJP*., 5 nmf©M 

15 SrSlJfcL-fc. 

^Ogl, St^MABL-2$ift-*lFv (MABL2-scFv) W\ 
3yhP-;VOpCHOltACOS7 »*£g±*f fcJfctfc UTW bJ&»fc*£ft 
»^^MABL-2»t h I APffilSl^Oj^&IMLfc (012). 

Ii^MABL-2^-*|Fvll -r^^^-y ^n-^V^l 
20 #MABL- 2(D^tl^tl^V^^iEtV^3t^i- ; 5r(!:^l^$tlfCo 
5. 7 in vitro -g<P7tf h-->*l%B3!)£ 

t b I AP&iHS^ALfcL 12 1 0«s Wnybo-;^ LT p CO 
S l^^^-^rate^AL^L 1 2 1 05»> WCCRF-CEMliM 
V\ ffi^MA BL-2 ftft-*iF v 07* h - V^^ffl S; A n n « x i 
25 n - V (B0EHRINGER MANNHEIM tfcfft) Sfefe £ U L-fc 0 

«1X 1 O 5 ^, S»ABL-2^-*iF vMCOS 7»ig 
^Ji?ffc^te=iV}>n-/t^ It p C HO 1 ^ -iAC O S 7 Wt± 
5 0%-?SSanU 2 4l*WI«F*L,fc 0 *<OSU Annexin-V| 
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£<HtV\ FACScanlt (BECTON DICKINSON *fc» KT3£ft&££$I£b 

fee 

A n n e x i n - Vlfefefc £ *£9r®l£X&H 13-18 I^H?^ bfc 0 

ABL-2ft*-*«Fv (MABL2-scFv) »L 1 2 1 0*BB&fc*5V>T 
t M APtyj[»*Wli:*U>»te5B*r«|i»L*: (Hi 3-1 6). *fc, CCR 
F-CEMjTOfc*3V^Tt>=*:' Yv-MzimLXmL^M&KZffiMl'fz. (HI 
17-1 8). 

10 5. 8 CHO^TOfcifefrSMAB L- 2%jfr&&<D-*&F vtfy^T^KO 
MS 

MABL-2ft#ft*©-*iFv W^T^K) OH^K)^ilCHO« 

pCHOM2^^-^ Gene Pulser (BioRad *±M) £/Bl^T^l^ f 

15 n^V-i/a ^fcJ:9 CHOfflJ&fcJ&RlBftLfc. DNA (10 m g) tPBS 
tefB»LfcCH01&MS (lXloWml) (DO. 7m I £^£Lfc<fe<Z>£3f 
a^y M£JHx: % 1 . 5 k V, 2 5 ^ F O^itt^^ ^4- 1 fco ifittl 0 

H&JlJfiLtt^^r-t-S^Ett^o-MEMiSifi (GIBCO BRL *fc£l) »caP*.#ilUfc. 
20 #k*Lfc^n-VfcoV^ SDS-PAGE|:tl«)it5^^>S^ 
^m*^i«iV^ n-y^MAB L- 2^*^-^F v <DM±B 
fi8c4:l/C»ftUfc. 10nM methotrexate (SIGMA tfcft) ^tf^Jfiltf 
CHO-S-SFMII (GIBCO BRL *fc») t£T#*SL »*±»fc*fc* 

25 5. 9 CHO«gl^OMABL-2j7Lfefe^^-^F 

5 . 8 F v«aCH0l4*O#*±flf«:Aia*fffl*- b P V 

(PAN1 3 0SF N Jfi^^-f*^) £J8V>T$2 0ffr*T?*!6Ui:. ftffilft 
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CHO»J6i&*±toa»fc-#ftF v«fi, Blue-sepharose, MKn^fV 

(1) Blue-sepharose *7A^n-^ — 

f*±M»2 0mM gftgifftffFft (pH6.0) ttlOM^U it 
5 (10000rpmX30#) fc* 9 Uii. ±«f&IS]«*?K 

Lfc Blue-sepharose "fry J* (20ml) KSfctBI BiaNWft"^* 9 & & 
MttNaC l»*SrO. 1, 0.2, 0.3, 0.5Ml.0Mtf 
ftWf^lJlirf, #?Ate!R*LfcgeRfc«fflLfc e SDS-PAGET'^ilt) 
Rtf#*fflW#£#*rU -#i£F v«|g£;ftfcli# (0. 1-0. 3M Na 
10 CimmWft) Sr^U Centriprep-10 (7^=^) Sr^V^iK)2 OffiPjftJgL 
fc. 

(2) ^-f Ko^r^-f h 

(l).O|»10mM !)y|W (pH7.0) fCX10^«U ^ 
•^Kn^>7^^h^7A ( 2 0 m 1 , BioRad) Kl^jqLfr. 6 0ml<D10 
15 mM yymtffifc (pH7. 0) UytI«Mf^2 0 0 

■mM*Tl«W9fc±^- *9^fc!R3»bfcSeK^*Wbfc (019). SDS- 
PAGEta!) m&A&Xffi& B F v «fg $ 

(3) y/^ii 

20 (2) (DWftARXfiB Z^fl^fl Centriprep-10 SrffiV>T»<BU 0. 1 5M 

Na C 1 &-&tt 2 OmM ffimmfc (pH6. 0) ^WHLfcTSKg. e 1 G 
3 000SWG*7^ (2 1.5X6 0 0mm) fcj&&tJLfc 0 ? h?? 
2 #b^fc®^S:SDS-PAGE-e^Lrc^m> Vvfftfc^gt? 

(a i, bi) asBWo— *#[f vtJb?, ?si<m®T-ftffiLiti&m< m& 

25 Attta^(t±0^1iii>l3 6 kD, m£BX«l*m7 6 kDtSffl^ilft. 4tS 
Lt-*jRFv (A I, BI) Sri 5%-SDS-3tfy JJ^T^ 
l^T##fLfc 0 f-^^yV^slTG^J^n, ^m3JP-e*aSU N Laemml 
^3HDT«^*»SrffV\ »fS6f^^^y P7>h7*A-»ifiU. 
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HI 2 l {c^-fj; o K s ai x B I ^irtibM7tffl<DMl)Q<D%mzMfrb-f, H> 
Yt±<0&ttffi 3 5 kDC^y £JUL©j|£*fl»b* A Itt— 

Fv<D^y-e-T% B I fi-*iF v©^*t^j4^ , 7 l -i:f t?>n5. m 
fiAlRVB I £TSKg e 1 G3 0 0 0 SW*7A (7.5X6 Omm) £JJ§ 

5. 10 jciiHiat^MAB L - 2MM^O-^F v # U ^7°^ 
10 ^^—o^ 

MAB L - 2^S*©-*iF v^MIIfrrttt»i:Mt5^^ 
^-&f»T5fci?\ p s cM2^^^PCRfetJ;!)iliilfco 
DNA$fjf £rp S C F VT 7^i,^^^-t§Atfc 0 

15 . =>- KtSDNAM^y ^-<XUJ.oH*fr= F^OTd e I {HPRE¥^Stt 
*Mfcfc#**-5E?!l## : 2 7H/TfNd e-VHSmO 2 :7°7 >f 
7^^^UTLiV||^C^^-Kt5DNAIWy!J^XlIo 

2^<Z)^ih=" K^Xtf E c o R I fflRM&BNH^&^SE^*? : 2 81:* 
fVLAS^y-fv-^^fc, fit^7'7'f^'-ONde-yHSm0 2 

20 H«V«*ON5l5*l«r3-Ki-5D 

P C R®R 1 0 0 ju 1 Us 10/i 1O10XPCR Buffer #1,1 mM M 
gCl 2 , 0. 2mM d NT P s N fOKOD DNA^^7^ 

(U±mm®n.M), UMfo©^^^ XU*10 0ng©*gDNA 
25 (pscM2) ^tL, 9 8^X15^ 6 5 t£T 2®mRXfi 7 4tK 
X 3 0 #|« % E. ©WU*"T?flU» LfCo n Oi&glM ^^2 5 0K« Lfc 0 

PCR4^lr QIAquick PCR Purification Kit (QIAGEN #M) fc^-OfM 
U Nde I^Ec oRItlftU ftS>JlfcDNAijttpSCFVT7^ 



WO 01/79494 



34 



PCT/JP01/03288 



? ?-lZ?v~-yyL± 0 fcfc, *^^-pSCFVT7ttNde I R 
(FEcoRI T-M-fbLfcr tiUUpe 1 B->^/^iE^J^ilJi^$t^TV^5 D D 
NAlB?l]#:3£©m. IEL^DNAia?iJ£^«DNA^Jt£^i?^7*^ K£p 
s cM2 DEm 0 2 £#£Lfc (El 2 3 £#f$£>r £) 0 ^7^^ Kp s cM2 
5 D Exn 0 2^^^5MABL-2^ft^^-*^F vOmSiE»t>*T^y 

5. 11 ^Mm«^fett5MABL-2j?ift:a^-^:0F v^y^^K 

. MAB L - 2 0tfr**O— *«F v tf? y ^7*^ K&385tt" 5 
10 pscM2DEm0 2^H-^llBL2 1 (DE3) pLysS 

(STRATAGENE #M) KW&MWk Lfc. # fe^Lfe^ n -VfcoVvt, S D S - P A 

5. 12 ^Hf i85Bi^)MAB L- 2M^g)-^jF v^!)^f K<D 
15 MM 

T'7^1i#HU wM70ml©L B J*tfjfcttx.«if; 2 8°CKX-&i£#& 
fTofc 0 r<7}p re-cultureHL© L B*«S^*tiLj(i^ v^-7 7 
— p^* — £JBVvt2 S°C^ mW^M&S 0 0 r pm|:t«*Lfc. O.D. = 1.5 

20 OiftlmM I PTGtBIWMt, -t©«3l*Wa*«rfTofc. 

«m«*iS'£f^It (lOOOOXg, 10^) U Mi: LT@JKLfcBfcte 
5mM EDTA, 0. 1M NaCK l%Triton X-10 0£3tP5 
OfflM MJ**ftlfc*tBfift (pH8. 0) jWife (out put: 4, duty 

cycle :70% N 1^X100) fC<t 9 tffc&flHfrUfc, £ <D!Mtt£ii'k#Bf ( 1 

25 2 0 0 0 X g% 1 0#) fflt L-ClE]lKLfcMA#:^5rQM EDTA, 

0. 1M NaC 1, 4%Triton X- 1 0 O^tf 5 OmM by Jfttttt 
8HKf^C (pH8. 0) SrAP;^ ffSjfiWSt^S (out put : 4, duty cycle : 50%, 
30fX2) trfTV\ I'W(l 20 00Xg, l 0#) J; 9 1 ftS&ftfrtt 
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lWSei^A/fcm#:^6M Urea, 5 mM EDTA, 0. 1M N 
a C 1 Sr-fttf 5 0 mM (pH8.0) fctMU 4M Ure 

a N 5mM EDT A N 0.1M NaCl, 1 OmM Y*.? J —/Ufc 

5 ^tf5 0mM MJ^Wit (pH8.0) f¥f ftlfcS e p h a c r y 1 
S-300 ( 5 X 9 0 c m N AMERSHAM PHARMACIA #M) F^MX 7^1:. SE£ 
5 m 1 /ftvmto U ^UV^^f 0-*iF vl:i4Lfc„ #®^^r 

sDs-PAGE-e^f u |s£g<£;Si^pf#^ov^ o.d 28 0 =o. 2 stefc 

5 J; 5 te^Attifi-Cffi V ^fc^T^^m^ 5 mM EDTA.0.1M NaCl, 
10 0. 5M Arg, 2mM al7nM^^^^ 0. 2mM ^{bS^^f^^ 

^-g-t?5 0mM hyxm.&mnm (phs.o \z*tLxm%T*3®ft?^t^ 

£t>, #tMU&ffrHTo7c 0 SbfcO. 15M Na C 1 ££tr 2 OmM BM 

mmm (phb.o) \zn\,xsmmmu wBt»*«rffofc. 

15 0. 1 5M Na C 1 Sr&tf 2 OmM BBBMW. (pH6. 0) T^H^bTcS u 
perdex 200pg ( 2. 6 X 6 0 c m N AMERSHAM PHARMACIA #M) ?A&. 

DS-PAGEia5M (H2l#fi8) &t^/^i®©^ffi&ga s b, £gtT 
F v # V ^ff- K©#5 4 o fc 6 

5. 13 MAB L - 2fefta3feO»fi~»lF v K<0 in vitro X 

25 t h I AP£3t£r?*ALfcL 12 1 0« (h IAP/L 12 10) &JflV\ 
CHO»t;«»I4©MAB L - 2^A^O-*iF v^!)^f 
K (MABL2-scFv) ©Tstf h— £/^fiafPffiSr, W2oO/nfa- 
/HltAnn e x i n-V (B0EHRINGER MANNHEIM $fc§Si) ftefefc J; irlWftUfc. 
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%-<D-?u h=»-/Wi, h IAP/L 1210 SUA 5X1 0 4 #R^ ffiftWI-t 
3#g/ml T?SS2lJ] U 2 4 Ltz 0 fttifttftb UT, 5 . 9 

f:CHOiJS^MABL2-*|Fv©^/v^W^- &bfc5. 1 

5 gGttfrfcOVvrfcWLfc. J#ltms Annex i n - Vffe£SrfTl\ 

F AC S c a n^g (BECTON DICKINSON #M) fc*C3t3feBt*fciBJ£Lfc. 

IZtZs %~<DZfv fa-^li, hIAP/L1210»5Xl 0 4 1@K:> ftft 
•W.fcl*»£3 jig/ml -eSfe&nU 2B*M##«fcttFLAGjS:flc (SIGMA ?± 
IS) SrMftl 5/ig/ml «DU IC2 2«*Lfc. LT, 
10 5. 9T?#fcCHO*Hfefc*MABL 2-*iF v^/v^^y 

t Ltv!>^ I g G$t^oVNT^Lfc e Annexi n-VSfe6£ 

firV\ FACS c a n£*teT£*3Mf«rfflj£Lfc. 

Annexi n - VJtefefcJ: S^O^^T® 2 5~3 1 fc-tJl^jb* Lfco 
^©jfe^x C H OlPlM^^IIIIliiaiiOMA B L- &tftftg|*-#flF v # 
15 ' D^fhW-r-liayfo^ (02 5) ^Jt«UT*UV^*BJ&5E*«|* 
Lfc (1112 6, 2 7)'^ CHOJSBJteX^»*jWAjS^O-**tFv7Ky^ 
f-K©*y^-or*>-V^|JNf^ttBJe>bH*i a o*: (H2 8> 2 9), * 
fc N ^tFLAG^tft:0»^J:t)s CHO»II£(DMAB L- 2^[#:S5fe— # 

20 5E«rflt3*Lfc (0 3 1). 

5. 14 s c F v/CHOiKy^f Kot;-7-M^-?-P^ b#ilfli 

(1) -v^iLift: b I gG^ig 

3, t h#iMilWa^B4i-*fc MgG (M^ 
25 ft) ©^fitts £TF©EL I SAT'fTofc 0 0. 1 %m^«^ (pH9. 6) 
X'lMg/ml tfcir=¥irLt b I g GirC#: (BI0S0URCE *±®U L o t # 7 

902) 1 00/i l?r96 *7x.;V~?^— h (Nunc tfcJiD i^Bx, 4°CT*— Bfe^ > 
^•a^— > a vU ^SrSffi-fkbfCo ^o^^M, aWftfcLfc-r** 
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5hmtbZ>W*M& t LTfc M g G (Cappel L o t # 0 0 9 1 5) 100 

u 1 £»1U ^jfi^-C2B#f B ^y^^^-^3 ^LtZo Sfe^> 5 00 0M 
1 ± T)Vt) y 7t^77^- b I gG^ (BIOSOURCE L o 

t#6 2 0 2) lOO^lMXs ^fifCTlBffliH:^^--- l/B VLfc gfe 
5 *H&> Iftf^iDX.^ ^^3.^-^3 MICROPLATE READER Model 

3550 (BioRad |±®f) £/BV^T4 0 5 nm<£gbfc£g£$|£U tlfn^t M g GO 
»ft£±9#bftfc&ft»a>6>, v^«Ot M gG (M^>v-^|t) » 

(2) S-££tfc©W§![ 
10 s c F v/CHO^y^KO^y^WT-tt, 

iLfcPBS (-) ^V^T, ^rtb^ftO. 4mg/m K 0.2 5mg/mlf: 

15 T) £ffi^T in vivo $lft LfcKPMM2|fflj3£ (#^¥7-2 3 6 4 7 5^ 
3K) £ 1 0 % ? VjJ£j£ifc.?i (GIBC0 BRL ft£S|) &^tf R PM I 1 6 4 0 Jglfe 
' (GIBC0 BRL *±g!0 t? 3 X 1 0 7 f@/m 1 fcfcS ± 5 fcW&Lfc. £>fc/^C&f« 13 
fctT i/T nGMlRft (?D3fe^l±Ms 1 *4 T/v£ 5 m 1 X*mM) 1 O 0 m 1 
fc&Tg^LfcSC I D^!?;* 6Mf£) (E#^>T) t±EKPMM2 

20 »Hl2 0 0/il (6X 1 0*m/-?V*) SrJlMi^aAL^ 

(4) ttftS!* 

(3) X'im^frt hitMB-rVX^MZttU KPMM2^B»M^3H 

ip 20, 3BF^ ±i2 (2) xmmLtz^4-nn, ^^250 
m u ^^400^ i£, s»n?«t*jg4-Lfc. ^^u, mmmmL 

25 fcPBS (-) B 2lek 3 2 0 0 /z K J1«J: 5 L,fc c 

(5) s cFv/CHO^H7f K^;^W^©t h#M®^ ; fit 

-7 ^ ^^-^v^^-rs ^CMS^JmwWffi 
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f^mmm^^^xn, mw^-wmmmmm^-r^ t m g g (m* 

5 ±12 (1) Xft^tcEL I SA&ffi^Tfc h I g G J;£$J£ Lfc 0 %<D&^ P 

b s (-) &-$mxn, stmt m g g (m^/^so a^itis 5 0 0 n g / 

mltT±#Ltl^<Z)^U s c F v/CHO^-r^-S-^SrCiSMffO 
l/.10^Tiii(^f-C&^ s cFv/CHO^-7^KPMM2tt 
©lim^^^<»JLTV^2.^i^$tLfc (03 2). -^' > £#Mi-o 
10 V^-C ^El 3 3{C^i-t fcf), scFv/CHO^^fi^t'ttPBS (-) 

. RJiJ:<!K s c F v/CHO^v-^t ||I^!)7^;H^IT, ^ 

mmAgkzm-tzztftTjkztitco *mm<o&mjiWxhz> s cfv/cho^ 

15 ^Z-bflZo 

5 . 15 ^ifiL^»^ 

i^A©iii^y y&mLtz&MMfcZVmskV. PBS (-) HiD3 
20 W&ftLtz'&, PBS (-) ICT*3l*««^2%©3S5Jk»»3g«SrfmUfe. & 
$f-^:77Wi N £: LT^?* I gG (Zymed QM) £JlV\ MAB L — 2jii 

cHoMi^o-^iFv/Ku^f k^;v- *JS§@;g£ 

25 o^f-^^^ 5 0 n i /^oujvwm Ltc*^ 2 %%jkm&mm% z h k 5 

0 /z 1 Sfc&lU M^P U 3 7^CT* 2 B#PfiH y^ra^-^ 3 ^> 4°C-e-S:^# 
U M$k*mj£l,tz B *fc N ^tit LT, PBS (-) &5 0m 
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gG, MABL-2^11, 0.01. 0.1, K 10, 100/ig/ml, - 
*|FvH:, 0.0 04, 0.0 4, 0.4, 4, 4 0, 8 0jug/ml^§II 

£Lfc 0 ^rC0^m«> TB<Dm 2 \Z.7jk-fm V , MABL-2fcift-m, 0.1/ig 



^ 2 



mlgG 

MABL-2 (intact) 




0. 01 


0.1 
+ 


1 

+++ 


10 
+++ 


100 

++ 


((lg/ml) 




scFv/CHO t^T- 
scFv/CHO 




0. 004 


0.04 


0.4 


4 


40 


80 


(jig/ml) 


scFv/E. coli ^Vv- 




0. 004 


0. 04 


0.4 


4 


40 


80 


160 (|ig/ml) 



mmm6 2oOHiVWtJ ! 2oOLiV^m«ffs c (Fv) 2 S 
Xm^(D^(D^<-fT KJJ ^^7 — ^^-f§MABL-2trC^s c F v 
6. 1 MABL-2^sc(Fv) , M7'7^n^ii 
MA B L - 2 &#|il3fc<D 2 o©HiVWD! 2 o<£ L^VH^^tf 3fegft 
15 ft: [s c(Fv) 2 ] *mm-Z7yX$ KSrffcKi-Sfcfc, lti^pCHOM2 (M 
ABL-2^S3ROs c Fv^3-Kf5DNA^W ^^T^i"® !9 P 
CRSia!)WU ^fetlTtDNA^fjttrp CHOM2i:IAlfc. 

5DNA}:Axf^!J ^-fX-fSEF l/7^v- (I2?iJ#f- : 3 0) L, 
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7yfty7^7^v-i: LTL0V««c©C5N«S:3'-K^-5DNA^N>r^ 
P ^XLIoy ^HHWSrs-Ki-SDNAEW (Efll#* : 19) &tfS 
a 1 IlW|RiP*B»|||Jfl[^^ri-«VLLAS^9-Y^- (ffi^lJ## : 3 1) 

5 PC Rf®& 100/il(i, 10m 1©10XPCR Buffer #1, 1 mM M 

gCl 2> 0. 2mM dNTPs (d AT P> dGTP, dCTP, dTTP), 
5a=yfOKOD DNAJtf]M7-1? (RJtm#tfr*±$3[K 1 /zM©*?^ 
-7—, Ml0 0ng©iiDNA (pCHOM2) Sr^-f5 0 PCR» 
9 4 °C 5CT 3 0 jg>|Hk 5 0 TCfclT 3 0 tyRRXfi 7 4tiai - ©MI^T^P 

10 f&Lfcc n©?a^1h-r^^3 0ES«tfc. 

PCRM^ QIAquick PCR Purification Kit (QIAGEN tijg) fr^V^TlWll 
U Sail "eflUfcU fc&ftfcDNAHrJtSrp B luescript KS + -< 
(K^I&tfcK) Wo-sj/^Lft, DNAB^MOi, lEUV^DNA 
EW^*-f«DNAW>J-%i , tf^ , 9^§ KSrSa 1 IT*U #f>ftfcDNA 

15 Bff^Sr Sail Vmit Lfc p C HOM 2 Rapid DNA Ligation Kit (BOEHRINGER 
MANNHEIM tfc»0 ^fflV>T3g^Lfc 0 DNAia^M©t, jEU^DNAEBI&W 
f5DNAi^5:ttf/7^^ K£pCHOM2 (Fv) 2 i Lfc (H 3 4£# 
J8). KpCHOM2 (F v) 2 i^S*lSMABL-2$tfs c (F v) 

2««©4a£E?!l2fctf7 5 y KEEIfcEfll** : 3 2 tearf, 

20 6. 2 g^rqg^^f K!)y^-^tfSMABL-2^scFvM 
^7*5 K<PfEK 

S-ir©g$^7f KP^^lru ^LT [H0G - [L«H (TOD, 
[LfG - [H$G (STFLH) £fc5*$fcVffi#t:aiigLfc-s cFvSr, MA 
BL-2A^©HiMLicDNAMt LtOTOii 9 fcft* Ufc. • 
25 HL^^yOscFv^fSfcft^ SfpCHOM2(Fv) 2 Mil- 

tCFHL-Fl (E3WM-: 3 3) MCFHL-R2 (E^fff : 3 4) 7° 
7^^-, CFHL-F2 (E?B## : 3 5) JVCFHL-RI^t- 
(E?US4§-: 0 3 6) fcJ;»}KOD#2) — ^:t9 4°C3 0#\ 60°C30 
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fj\ 7 2°Cl£m<DBL!&*3 0Em9igi-PCRRJ6%fTV\ 

W«r£trH0U S.t53'<lWI^F LAGEHI«r£fr L$(0 c DNAfcGtf-fcfEHLfc. 

ft&ftfcH^tfL#cDNA&«@l£ LT^U KOD^KP ^ 7— if^T 9 

5 V\ CFHL-F 1MCFHL-R 1 ^-^rSPX-T $ fcl:3 OiM 

KJ6i"5r.t^J:>5 y ^*-^^^V^HL-0^-r7 0 (DcDNA^^UfCo 

LH^^Os cF v«rf^R-t-5fc*»t % tfMAB L - 2 <D Li^H^V 
ii©c DNA^tf7*7^5 Kp GEM-M2 L&tfp GEM-M2H 
spi 1-6 3 5 5 7mm) Sr»IitTv ^MJlT7 (BBIfr* : 3 7 ) XI* 

10 CFLH-R2 (IB?lJ#-§-: 3 8) ^7^^-, CFLH-F2 (E^J## : 3 
9) MCFLH-R1 (Efll##:4 0) T^^-^/^TKODtf P ^ 7 
-if QJcaMft) ^T9 4°C3 0#, 6 0t3 0#, 7 2°C 1 &m<DRJ&% 3 0 E 
|*!>3g-t-PCRRJfrMTV\ S'flfcy^HKRI&^tfLflL M3'ilCFL 
AGEMSr^-tPHU© c DNAjte^-Srf^HLfc. #kftfcLgl&tfHg[ c DN 

15 A^SSiUJI^U KOD#P^7-to9 4t3 0^ 60°C30#, 
7 2t:i^WORrt?«r5ia»»)3Si-POR^£:4rffV\ T 7RVCF LH-R 1 

FLH-F4 (|B?I|##: 4 l) &l*CFLH-R 1 7 P 7-f-^— fc/BV^T 9 4°C 
3 0$\ 6 0°C30^\ 7 2lCl#ra©KJS£3 0@»D jgi-PCRRlS^fT5 

20 £&fcj;t> U &^£fcV^H-0*^7^cDNA£ff^U;fc. 

- 0 LtfiLfcLH-O, HL-O^-f^cDNA^JRRSI^E c oRK 
BamHI (SfiJft) felU X h o I «R»^Wr^***4V^1LSll^ 
5^775 KINPEP4H Ligation High (3C#£&) fcffi^T^AU 
Competent E. coli JM10 9 (ny^^— I/) £5#fHElfeLfc 0 ^Hfe^L 

25 fc^JISJ: t) QIAGEN Plasmid Maxi Kit (QIAGEN) i-T:/? * 5 KSrfl^U L1t c 
£ 5 1X^7^5 Kp CF 2 LH-0£t*p CF 2HL-0$rft3SLfc. 

ttpCF2HL-0Mi:UCFHL-X3 : 4 2 ) N CFHL- 



WO 01/79494 PCT/JP01/03288 

42 

X4 (K?lJ#-i§- : 4 3), CFHL-X5 (@5?W§- : 44), CFHL-X6 
(E3*J#-§-: 4 5), 3U±CFHL-X7 (@E?IJ#-5§- : 4 6) (Dir V 7.7" -7^-7 - 

f :47) ^y^-Sr^TKODtfy ^HT9 4°C3 0&\ 60t3 

5 0#, 7 2t:i^K©^%3 0|Hltfet)jgi-PCRS^*ffV\ 

4&%#JKBSf*Xho I, BamHI (SS3t) fc-C&SLfc. fte>*lfc»r#fr p 
CF2HL-0OXhoK BamHIt^M: Ligation High £^ 
V^jfcAU Competent £. coli J M 1 0 9 &&fflE& Lfc, 7£®|E&L£:*1!§ 
QIAGEN Plasmid Maxi Kit HT^7^^ K^H^tfc„ £ 5 LT, IS^T 0 
10 7^^ KpCF2HL-3, p C F 2 HL— 4, pCF2HL-5, pCF2H 
L-6MpCF2HL-7 ZffW: Lfc, Hfc C O S 7 

K*f^Ri"5fc«)lt, p CF 2HL— Ox pCF2HL-3, 
pCF2HL-4, pCF2HL-5, p C F 2 H L - 6 RX* p C F 2 H L - 7 
SrfafiRS&SfE c o R I B a mH I (SMit) CtMU ^J8 0 0 b p ©»' 

KpCOSlOEcoR iS^BamHlW h 
Ligation High £/gV^T^AL, Competent E. coli DH 5 a (3t#l&) 
JOOfcL/fc. ^fttslftLfc^C»B i «5 QIAGEN Plasmid Maxi Kit (CT7°7^5 K 
*li(fi4Lfc. :5LT, W7^^; KCF2HL-0/pCOSU CF2H 
20 L-3/pCOSl, CF 2HL-4/p COS 1, CF2HL-5/pCOS 
1, CF2HL-6/pCOS lMCF2HL-7/p COS lSrf^JKLfc. 
ft&faftWk LT, 7°7^5 KCF 2HL-0/p COS 1 ©;|||jg&BI 3 5^ 
U rtlf:^t^5MABL2-s c F v < H L - 0 > ©ttiEEJOfctfT S / 

25 T ^ 7 g££$| Sr@36 jj**t- 0 

yy^-t>fX^/j:5LH^^7 t ©M7'7^5: KfcffciH-sfc** 

pCF2LH-0lriiHTCFLH-X3 (BJO** : -4 9 ) , CFLH-X 
4 (SB?IJ#^-: 5 0), CFLH-X 5 (BB3&J## : 5 1), CFLH-X 6 (12 
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5 2) Xf*CFLH-X7 {WM^ : 53) O-fei/^^^^-jfeTJ 5 
T^-fe^JX^^^^i LT^*-iS^]^Mfft&BGH- 1^7^-7-% 
JBVvCKODzKjJ ^7-^X9 4^3 6 0^3 0^ 7 2tl^1©S 

jc&^r 3 0 01!) ig-f- PC RRjtS«rffV\ #6>nfcRftfi*Sr«IR»*Xh o I, 
5 BamHlMllfc. f bMJt^p CF 2 LH-0©Xh o I , Bam 
HI1M h(C Ligation High £JSV^T^AU Competent E. coli DH5 a (JK 
#») fcJgJHEtfttfc. 7B»teifcLfc*MrJ:& QIAGEN Plasmid Maxi Kit fcT 
KSrSHIL*:. £ 5 LT N »g7 , 7^5 KpCF2LH-3, P CF2 
LH-4, pCF2LH-5, P CF2LH-6WpCF2LH-7lrflL 

10 fc 0 ICCOS 7«T^-ii^m^V^^7 P 7^5: K«rftW-<5fc*fc, 
PCF2LH-0, pCF2LH-3, pCF2LH-4, pCF2LH-5 N 
p CF 2 LH-6MpCF2 LH- 7 &ff!!lRg@N&E c oR I amH I 

UiT*L3U $8 0 0 b j><DmK&T#n-x?AWiWWi\z.}:&r 
^&©mte^i9flHlLfc. »fe!h/fcllf,fr«r"ll9L»*«IJ&*3S^9^5 KpC 

15 OS 1 CO E c o R I RTfB amH I H~ Ligation High Sr^TSlAU 
Competent E. coli DH 5 a ^^ICIs^bfc, ^R^tfc^Mi 

<9 QIAGEN. Plasmid Maxi Kit fclTT 0 ?*^ KfcHfJIUfc. - 5 LT^ 38^/7* 
5 KCF 2 LH-0/pCOS 1 N CF 2 LH- 3/p COS Is CF2LH- 
4/pCOSl. CF 2 LH- 5/p COS 1 % CF 2 LH~6/p COS IS 

20 lfCF2LH-7/pCOSl^l!Lt ttHttoteWkLX, ^5KCF 
2LH-0/p COS KOm^m? 7t^L, ijlttt^MABL 2 - s 
cFv<LH-0> ©4SSIB#l£tf 7 ^ / flBB^USreW-g- : 5 4 fc^l". £ 

#7°7 ^ 5 f© y ^-^©itsgs^Lw 7 ^ y mw\*m 3 8 

6. 3 COS7Wlfeit^scFvRt;sc(Fv)^M 
25 (1) #jlL««ifi-CO«m±»OW» 

HL^4^. LH?J7s c F vWs c (F v) 2 ©3g^©fc«>t, COS7H 
J® (JCRB9127, ka-T^iy^ijlWl) T-©— i8W38^«rffo 

fc 0 CO S 7$aH&tel 0%^iljfiL^ (HyClone) Sr&tf DMEMigJfi (GIBC0 
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6. 2tMtfcCF2HL-0, 3~7/pCOS 1, ^ L< l±GF 2 LH- 
0, 3~7/p COS lXftp CHOM2 (F v) 2 ^^— Gene Pulser ^fi 
(BioRad #M) *m^X^Vf hntfv-v'a 9 COS I'mti&K YyV* 

5 7i^iX3^tfCo 

DNA ( 1 0 /x g ) iDMEM ( 1 0%F B S, 5 mM BE S (SI GMA 
ft)) W2X 1 0 7 «/mltf)0. 2 5ml Sr^^y M-itJ^ 1 0» 
ficDj&KO. 17k V, 9 5 0/i F<2^*^T^VW* 1 0#H3f£g<D^ 

oiV^ hn/KV— ^$tlfc«^DMEM (10%FBS) M^^U 
10 7 S cm^y^^^D^fCo 7 2l$|)0#&gL #*±J»££«> N it'L^ftt^J;*) 
*BJ&?ifeJt£rB&&U Jg^O. 2 2 /*m# hA-hs/T^/i^- (FALCON) \Z 
TMiiU rft&l§||±?f (CM) £L7c 0 
(2) 4ijk?»i#j&T*OJ#*±?f©^M 

±IS (1) ilWI^^^T f7^7^^^3 ^Lfctt^rDMEM (10% 
15 FBS) »M7 5cm 3 77^=tT-^*Uct, ^i±?|^ P 
B S \Z.xmW&, CHO-S-SFMII (GIBC0 BRL #M) L-7t 0 7 

2P#fTO*^ i«±tjf&m#\ )i^^t^J:t)«^^l^*U HKO. 2 2 

6. 4 COS 7 CM^OscFvRt;sc(Fv),g)tlJi 
20 SulB6. 3 (2) XmWiLtzCOS 7<DCM*p\Z&l l -tZ>m*<DMABL2- s 
cFvMs c (F v) 2 O^P-<^KSrTIB©ii>9^!7 3 i^^^^n-/7 i ^^^ 

&COS7 CMK:o^Tk:oV^SDS-PAGE&?TV\ REINFOR 
CED NCI (Schleicher & Schuell ftM) L-7c 0 • 5 %* A 5 

25 (^*IL^M) {CT-/a^^^^$rfrV\ TBSlCTgfe^ ftFLAGftft: 
(SIGMA *±0) ^An^fc 0 ^U 5 ^©^, ^/M"* 

&W$$L-^t7* I gG&ft (Jackson Immuno Research #M) $rflD*. N M 

ukxj >*z,.<<-i/3 >Rx*mft&, mn^n^muu %&t^ttz (H3 9) 0 
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6. 5 7n-t^ K£±jLr: 

MAB L 2 — s c F vW sc(Fv) 2 ©U Integrin Assosiated Protein 
(IAP) %L^<D^-&mfe-fZ>tzft, SulB6. 3 (1) ^TpMLfcCOS 

5 trtX&shmm&lfaL 1 2 1 0»2X 1 0 5 <i^ 3 (l) X'&btl 

^~i/3l/RXfmfr<D& s (SIGMA & 

m) *Mx.tz 0 jyic^-i/B^&vmftz)^ f i Tcmmtt-?vx i gG 

(BECTON DICKINSON *t$S[) ?r^x.fc 0 ffl^ y^a-<-v/3 y^^©f , 
10 FAC S c a riBM (BECTON DICKINSON *±M) KT^ft3it^&$JJ£L-7to 

1, #COS 7i«±^4 I <9«*C9S£<9-<:7 p ^K!; V*-^ft5MABL2 
-s cFvMs c (Fv) 2 lt t V I AP^LT^V^fPti^^i-?.- 

(04 0 a£U«b) 0 
6. 6 in vitro X<DTtf h-v^Bf^^ 

15 tffiBi. 3 (i) tree os 7mmmm±m\z-o^x, tMAP& 

m^MALtcL 1 2 1 (h I AP/L 12 10) Kl^i" 

HaHf^ffiSrAn n exin-V (BOEHRINGER MANNHEIM #M) JfefelCj; 9&ftL 

h I AP/L 12 1 0»5X 1 0 4 fi^, #^*-£^Stte&L7cCOS 7 
20 »Jti±»fc 5 V*tt a >- h d -A?b LX C O S 7 «i£#±?t£M£ 1 0 % 
•?«&bDU 2 4^TO*Lfc 0 *(D'& S Annexin-V/P IJfefe£?TV\ 
FACScanli (BECTON DICKINSON ttSD fcT**»«*SI£bfc. 

COS7 CMfOs cFv<HL3, 4, 6, 7, LH3, 4, 6, 7> 
Rtf s c (Fv) 2 «h I AP/L 1 2 1 OMK&LTSll^M^^LTCo 
25 »e>tLfcft*Sr0 4 1 KZtl^ftTrr?. 

6. 7 MABL 2- s c F vRU*s c (F v) , (DCHOMM^^^-(Di 
H 

B&lfiMA BL2-scFvWsc(Fv) 2 «r««±l»*» bKfiR-J'* - t £ S W 
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SJflBl. 2{:tilUcpCF2HL-0, 3 ~7 2kTfp CF2LH-0, 3 

5 E c o R I RrjB a mH I gfltefc Ligation High Sr/BV^^AU Competent E. 
coli DH 5 a %teWfe&Ltz 0 J&Wm&LttmWZ*) QIAGEN Plasmid Midi 
Kit (QIAGEN) iCW^U^WiU. r©i5fctT»3R^7^5 KpCH 
OM2HL-0, 3~7MpCHOM2LH-0, 3~7&fERLfc. 
6. 8 MA BL2— s cFv<HL — 0, 3 - 7 >, MA B L 2 - s c F v < 
10 LH-0, 3~7>RWs c (F v) , 3§i%CHO»(Df£ll*Mffl^ro:tg#±^ 

MM 

flWBl, 7{CT^Lf^m^7^5: KpCHOM2HL-0, 3~7&0p 
CHOM2 LH-0, 3-7tUt|:pCHOM2 (F v) ^-fcETFWiifl 
CHO»C«t U #«^^'H^{3:^mi-5 CHO«^Lf;„ 
15 Z(Dttm$)t£Mk UMABL 2- s c F v<HL-5 X s c (F v) 2 Sril^ift 

li^^ *5KpCHOM2HL-5 &T>* p C HOM 2 ( F v ) 2 P v 

u I (ItiftUTSi^ia, rtbb^T Gene Pulser (BioRad ftjSQ ££1^ 
txV^ h o ^ l/-^ 3 y (I J; 5 C H OttCf 7 > ^ 7 x ^ a y lfc„ DN 
20 A (10^g) ^ PBStlXl 0 7 M/m 1 (75 0. 7 5ml Sr^^y hK 
MX., 1. 5 kV, 25^ F©W*^T^yV^^4^fc 0 Mttl O^^Him 

^rr3»^ra-MEMigifi (GIBC0 BRL toDP;U§*L7to 

it*-h?]t£l&£U P B S \ZX V V* Lfc&> 1 0%©*S/ttJ&jfo»fc£Jfr 
25 t5fl»^fl-MEM»« (GIBC0 BRL tt») »^i§«tfc 0 Hl2 9m«« 
II* methotrexate (SIGMA *±M) Sr^-M 1 0 nMl?£#1-«#Ji"T?JEfc*IIU 
M5 0nM^ ^LT 1 0 0 nMfc»£trH*±tfTJ«$:ttttfc. :?tt 
#btLfclB!&*ro — 9'-#b/V'f-eftlJiL^«iCHO-S-SFM II (GIBC0 ■ 
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»LT S MABL2-scFv<HL-0, 3, 4, 6, 7>W<LH 
-0, 3, 4, 5, 6, 7>^MW}:Mt5CHOiMtJ {; etlb©CMlr 

5 #fc 0 

6. 9 MABL2-scFv<HL-5>^v-Msc(Fv)^il 

rm(D2mm<D'mmmz^^mme. 8-e#bHfccM^bMABL2-s c 

F v<HL-5>Si;s c (F v) 2 ©*#K&?To;fc 0 

<3tM&;l > HL-5Ms c (Fv)j^ *©#JJ ^T^K© C*HS©F 1 a 
10 gEBIfcfUJBLfcftF 1 a gW7^^f^7A^n^h^77^-S^ 
/i^lilSr^TiliiSiL-fco 1 5 OmM Na C 1 ^ttf 5 OmM Trisil 
mmm, PH7.5 (TBS) ^¥^bLfc#tFlagM2 Affinity gel (SIGMA) "C 
#^tfc^7A (7.9ml) ^8ufB6. 8"T?&&*lfcCM (1L) Sr&JHU T 
BSTftfyASrifefc^ O.lM^F^tSiil, pH3.5tscFvH 
15 7 *a>b*Sfcfcl #btlfc®#&SDS/ PAGEtM U scFv©| 
W^mbfCo s c F v®#£i&&&flSO. 0 l%t*5J:5l-TWe e n 2 0 & 
*DX.> Centricon-10 (MILLIPORE) T*SiSSLfc 0 1 5 OmM NaClS 

00. 0 l%Twe e n 2 O&^tf 2 OmM gftgil£Sr& pH6. OTfSpffi-ffcLfc 
TSKge 1G3000 SW^yA (7.5X60 Omm) fcljWtfco flfc^IO. 4 
20 m 1 /m i n t* s c F v It 2 8 0 n mOi Wffl Lfc, HL-5|i£gfc°-^ 

«b Lr^-r-ctf^H s c (f v) 2 iz*y'*r-<DGLWte : Zti J £ii®lti£ti>fco 

<WiWt&2> HL- 5Ms c (Fv)j^t^nvh^77^-, 

7xf— T?fi N HL— 5T?fi Q Sepharose fast flow ttyJ* (yr^^T) £ s 
25 c (Fv) 2 X*tZ SP-sepharose fast flow *7A*Ilf\ 
hc(Fv) 2 T'I^ C&#«rfflv^ 0 
I® HL-5 

HL-5CCM«, 0. 0 2%Twe e n 2 0£^t?2 OmM Trisit®^ 
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ffl& s p H 9 . 0 T? 2fflP*fR Istcmz, 1 M Tr i s"T?pHSr9.0 £ME Lfc. 
w©^> 0.0 2%Tween20^tf20mM TrisIiiSS, pH8. 
5T?¥fffttfcQ Sepharose fast flow jfr^AtoWt, Hfl^^O. lMi^O. 
5 5M*-eONaC 1 ©SaMM^E*?* 7 -Me®* Lfctf? U ^<-ff KSrSSW U 
5 fc„ #&ftfcW£«rSDS/PAGE-T»£#rU HL- 5 Sr^tfM^Sr**, IS 

(*-XS) s c (F v) 2 

s c (F v) 2 £>CMfl N 0. 0 2%Twe e n 2 0 Srgtf 2 0 mM |&ftm& 
pH5.5t2Mf?tfcff^ lM#gr<?pH&5. SKEBSSUt. 0.02%T 
10 w e e n 2 0 2 0 mM IHgMttU p H 5 . 5 tUftLfe SP-Sepahrose 

fast flow PMfii&'K NaC 1 jftgfc 0 0. 5Mt.X*WM#) 

AGET^IfU s c (F v) 2 Sr#tfBf^Sr*^ 0XXg0W Kn^TV?* 

15 (^Zlg) HL-5Ms c (Fv) 2 OW Kn^T/^'f f^nv^77 
<i — 

*-lSTf1lb*ifcH L - 5 S^Rt; b c (F v) a ®^Sr j eH^0. 0 2% 
T w e e n 2 0 =gr£tf 1 0 mM J) ^gfcKSHR, p H 7 . 0 TfSpjtflS LfcW Kb 
^7^^f*7A (BioRad, 7 s I ) fc&Jn U 

K*r#WLfc. #®^SDS/PAGE«U MSO^y^^KiS-t* 
(IHIg) HL-5SD f sc(Fv) 2 ©^/Hi| 

l*XXgT#&Hfc#®£&'t*b- : e3l Centriprep-10 (MILLIPORE) TitltU 
25 0 . 0 2%Twe e n 2 0M0. 1 5M N a C 1 &&tt 2 OmM RmffiK, 
p H 6 . 0 *?spflWfc UcSuperdex 200*7A ( 2 . 6 X 6 0 c nu 77 
fcjMyfc, HL-5W -e— {3{4g^ N sc(Fv)HL-5Ws 
c (F v) 2 (j:* ; ^-Ofiil^^tlil^ £ LT*W$*i,fc 0 
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5 6. 10 WMs cFv<HL- 5 ><D? 4^-RT$s c(Fv) ± (Dmm&&m®i 

^SI<$tU7cMAB L 2 — s cFv<HL5>^-v-Ms c (Fv) 2 ©t b 
Integrin Assosiated Protein (IAP) UW.^<D^^W^t^tc^ 7P-f 

>r m hy-srfTofc 0 t k i AP*mi&irz>-?zx&!kffimmftLi 210m 

10 US (h IAP/L 12 10) Xft^^i UpCOS 1 <<9 h 7 V*? ^ 

^v"a >-LfcL 12 1 0» (p COS l/L 12 10) 2X1 0 s |Sl', 10n 
g/m 1 ©flMAB L 2 - s c F v < H L 5 XD^^f^s MABL 2 - s c 

(Fv) 2 , mm*mkhx*j?v-i-/i'%iftMABL-2, m&ttmtvx^t 

^IgG (Zymed #M) ZMz., tK±^T-T 3 yRTtmft<D'&. 1 

15 0 n g/m 1 O^^F LAGftfr (SIGMA %M) %M7Ltc 0 ^V^s-^—i ^ 

3 X&l>*J»£>^ F I T C^li^?* I g G8fc# (BECT0N DICKINSON frM) 

*Mz.tz e Si^y^ra^-- ^3 l/RTfmfr<D&, FACScanll (BECT0N 

DICKINSONS) ^T3bfc3$g£$!!£Lfc 0 

^t<D^ s If MM A B L 2 — s cFv<HL5>©^Vv-MMABL2- 
20 s c (F v) 2 tth I AP/L 1 2 1 0«^#^^^tfc^i^<k«9, scF 

v<HL5>0^v-St;s c(Fv),#tf I AP\LttLXm^mQ&*%i~ 

Z^t^Zthtc (04 2) O 

6. 1 1 jjs cFv<HL-5>(D^Vv-Ms c(Fv) , © in vitro 7 

25 If M LfcMA BL2-s c F v <HL 5 XOyj-r—TkXfi s c (Fv) 2 fcoVvT\ 
fc h I APlri^lAlfcL 12 1 0« (h IAP/L 12 10) RXJ-M Y 
&M«C C R F - C EM|u#f57^ h-^f^^A n n e x i n 
- V (B0EHRINGER MANNHEIM #M) %£&K £ 9 &f*t L-Tcio 
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h I AP/L 1210»5X1 0 4 ifc5V^CCRF-CEM«l X 1 0 
s i@^ %nMM A B L 2 - s cFv<HL5>©^-7- MAB L 2 — s c (F 
v) 2 , ffi&MMt jtteMII i: LT^ 

I gG^^lgfttL, 2 4H#fTO*L7c 0 -StO^L Annex i n-V 
5 ffe££fTV\ FACScanlf (BECTON DICKINSON M) KT3bfe^&$J;£ 
UfCo ^rO^^ MAB L 2 - s c F v <HL 5 XD^^-MMAB L 2- 
s c (F v) 2 teh I AP/L 12 10, CCRF-CEMO»(lSttW 

ftmzMmzmm vtz oa 4 3 ) 0 r o^m> mabl2- sc fv<hl5> 

©^•7-MMABL2-s c (Fv) 2 lt UO^/^-t/^MABL 

6. 12 Hi s c F v <HL - 5 >^)^ s c (F v) 

H 

HJ£0ij5. 1 5l^oT, S^O^Olt^LTt s c Fv<HL-5>©^ 
c (Fv) 2 Wi«iMS:IIlfc, 

15 ^;^p^«mabl-2 mvmm) -mifc«s^&- s <^-*i- 1 

t, -*|»MABL2-s c(Fv) 2 TOABL2-s c(Fv)<HL5 
>«mt^^o7Co ^fc, MABL-2^#£^£«i£O^J5^^ 
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6. 13 mm* cFv<HL-5>g?^V"-Ms c(Fv) , <Dt fcJJUftg 

mH&me. 8RXf6. 9\ZXftm, iitfcs c Fv<HL-5XD?-(-?- 
HkXf s c (F v) 2 to^t> ^tf>»^3l:£f*!^Lfc 0 ^^}ctt^JSM5. 1 
5 4 (3) T'^Lfct h#§tJffi-^*^7^£>E^T N "r^^iL^ c f^*5{tS> 

#££9. s cFv<HL-5>^v-St) ! s c (F v) z Offlm$l&*Wm 

10 fc*5x #Wftfc*5VvCHL- 5&tfs c (F v) 2 fl, vehicle (150m 
M NaCl, 0. 0 2%Twe e nM2 OmM Mff , pH6.0) $<D 
0.0 1, 0. lXI4lmg/ml©StiLT> 0 . 1 % UfcttlOm 

g/k g^5i5^>?^HS#tt„ *fc N MIttv ehicl eOM 

15 t h#MMJWfit&2 6 0 afcjfiL»«ra»U. jiL»tf ©M^^^MSrE 
L I SAfci «JH»J5. 1 4l^otlltUfc. HL-5g4iS 
t/^>f^-Rt5s c (F v) 2 84»*fc, iL^^OM^^^W*^^-*^^ 

# (04 5) RTfs c (F v) 2 &J§-m (84 6) #1:^1 (vehicl e £4- 

20 kJfcttUT*#*fe«BIM©3l»*4Ml*^fc. rat 

HJfcfll 7 tbMPL t h£t# l 2 B 5CHiVflML|Vf«^ 

^tP-##tF v 

25 t fMPLi^fSt Y*es ^A^fcfljl 2B 5©V^^r = -K"t-5D 

7.1 1 2 B 5 HHV3g^£=i>- Kj-Sitfe^O^ 
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PHEW (@E?IJ#-S§- 5 6 ) (Eur. J. Immunol. 1996; 26: 63-69) 

^JfcifoJ; 5»C4*0*y =0* * V;**?- K (1 2B 5VH-1, 1 2B5VH- 
5 2 N 12B5VH-3, 12B5VH-4) iC#§iJU 12B5VH-1 (G$| 
#f 5 7) W12B5VH-3 : 5 9) ftir :/*#ftT% 12B5 

VH- 2 (@fljij#-i§- : 5 8) 5I/12B 5 VH-4 (IB^J#f : 6 0) »4T^ 

fciUTy-fe^y (1 2B5VH-SW1 2B 5 

10 VH-A) fcflD*., ^ftOjtGH^iiffiLfc* 12B5VH-S (SB#I# 

6 1) ^i&^y7-<^--cy-^--ga?ijo5 , *$g^w > yy^xu 1.0 
Hind in mmmwmmn.hxK-^v9Wft&&^ 9 >\^ 2b 

5 VH — A (IB^J## : 6 2) ttf|#:/7^-^H*V«tf®C3^&3- K 
i-54eSE?>Jic^^y^XU 1.0*7*7 4";* K7— eWfc&WcB amH 

15 I MI!H*XRm^&tto J: 5 fc-tti^lW Lfc 

P C R jSSfc 1 0 0 m 1 ft, 5/xl^lOxPCR Gold Buffer II, 1.5 mM 
MgCl 2N 0.08mM dNTPs (dATP. dGTP, dCTP, d T T 
P) N 5 = y h ® D N A# y * 7 — i? ArapliTaq Gold (&± PERKIN ELMER #M) % 
2. 5 /iMfoO^^J =?5C^ WK1 2B 5VH-l~4*ttU 9 4t 

20 OUM^T9^lt^C9 4 < CtCT2#|ffl N 5 5 V\ZX 2 ^IH&V 7 
2tHT2 #RS!01M 7 2 |USm lOOpmole i"o©^HW7 , 9 
^•7-1 2B 5VH-SM1 2B 5 VH-A£J|J*.< $ b 9 4°C\ZX 3 0 
WK 5 5°C^T3 0#FW7 2t|:tl^1©t^^/^3 5ER£Lfc&. 
£j£fi£*£J5fc 7 2 5 &mtof& Ufc. 

25 PCR£j£4frttl. 5%ffiiB^r^o^^ (Sigma tfcJO tl^JULfcl, 

MSl^BamHI&imi nd III "CWftU * hH«38^#^HEF- 
gylt^o-^^Lfc, DNAEWftSoft, IE LV^DNAlB? | J£:^ri"<5b 
NA^jt^tfT"^^ KSrHEF- 12B5H-gvl t#*Lfc. 
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£ bK, HEF- 1 2B 5H-g y 1 ^UMB^E coRI ^^CBamH 
n?¥BftU 1 2B 5 VH*=i~-\?i-Z>mB*ZmmLti^ tfFabHii 
m^^-pCOS-Fd^ALpFd-l 2B5H^#fc„ ftfc, t h F a 

tfDNA (IBM#-§-6 3) SrPCR^^ffiV^ifilLfc^ %mm®§m^V $ — 
pCOS ll^A-rSrtT^Lfc^^-T'fe^o k hHig^^teHE 
F-;gvllriSiU ±IB<!r P^cD^T^Tst^Oilifig^fTVX S&^7 

A-^-k lxj >hv^i<D5'y&<Dmt\k^-7y<yjxu £oe co rir 

10 B a mH I MPS^*^iH^J§r^-f-?) £ 5 CTfh LfcG 1 C H 1 - S (IB?iJ#-$§- 
6 4)£, W^v-atk fHittMCHl K^^^3'«ODN 
A(C/N-f/y^XU lot yi?i«oHl!%^ K-t^gB^J, ~m<Dfe±^ 
Kvjsi^B g 1 II' fflffiSasaffitefc^S J: 5 rathbfcG l CH 1 -A 
(E#l#-§-6 5)Sr/BV\fc. 

15 ^U'HEF-12B5H-gy l^pFd-l 2B 5Hfc-£**L5W 

M12B5 HftT*£«#©££E?!l£tf T 5 7 ^@a^J%ge^J## : 6 6 te^-f. 

7. 2 i 2B 5 lJgvM£kBrz£±£M&±£$$M 

fc fMPLfcg^fSt ^#1 2B 5 LfiStVtt^^a-Ki-Sae^tt^ R 

20 (Nuc. Acid Res. 1990: 18; 4927) fc*<0 JJ— ^HE^I GB8I##6 8) &Jgii£ 

-^-^^^IH^J^^oJ; 5t4*©^-U ^^V*^K (1 2B5VL-.1, 
12B5VL-2, 12B5VL-3, 12B5VL-4) ££fflU . 
3i&Lfc 0 12B5VL-1 (|B^IJ## : 6 9) 2 B 5VL-3 (IB?iJ# 

25 # : 7 1 ) ft-fe ^*IS#U 12B5VL-2 (IE?!!#-5§- : 7 0 ) &t>* 1 2 B 5 V 
L-4 7 2) ttT^T-fc^EaiWU #^J**y 

K{i^H^eti^«'l*^J;t5T^^V , /y $tf:f, ^HW^?-^- (12B5 
VL-SM12B5VL-A) SrfljJ;^ £*©*ft?«:J|MILfc. fc*s, 12 
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B 5 V L - S (S£?iJ#^ : 7 3 ) W *7— "C U -^-IE#!<2 5 ' 

^D^XU loHi nd III MIW3lWiBE^lJSi6Wcalfy^EJ!I«r» 
o£ ?K> Sfcl2B5VL-A (£*!!#-§■: 7 4) U8^7^^t?LjSV 

PCRSJ6ri±iai:W*R:fTV\ PCR4^»il. 5%i£(Sfc^T^fn-^^/w 
(Sigma tfc»D SrJBVVflHtLfcfk «|«#*B amH iXtfH i n d III X^t 

iELV^DNAiS^J%Wi-5DNAirJt?^^^f7 s 7^5: K&HEF-1 2B 5 
10 L-g K £lft£L-fc 0 ^7^^ KHEF-1 2B 5 L-g k fc^ftSSfllJjJc 

1 2 b 5 Lmvw&niMxgffl&xfTs, ;mm&mvm%- 1 5 fc*i- 0 

7. 3 ffi^l2B5-^iFv(scFv)« 

HfllfiKl 2B 5^-*iFv»l 2B5VH-!Jy* 1 2B5VLOI1 

kU *©C5fc*fctt»fflXtf<||jRS:**tci-5fcje)K:FLAGE5iI (IE?<J# 
15 t: 76) Srf+Jni-^^t-C^H-Lfeo U V*~@E^J^(G 1 y 4 S e r) 

3 ©1 5T5^Bli»6)ft«y^*-EWMV\ »12B5-*|Fv (sc 

1 2B5) ttrnm^tc, 

(i) 1 5T $ sm*btezv yx-MW&m^jtwm&i 2B5-»«fyo 

K-TSatfi^tt 1 2 B 5 HIVIS, y M12B5 LiVi^$: 

4 7 iZ.&&&}\Z7F-t 0 ftffif&l 2B5-*iFv©f^I©tfe|C6i(DPCRy 
7^-7- (A~F) SHfcJILfc. ^7-f-^-A, C&tfEtt-fe^Efll&^rU 
25 y^^-^-B, DSt^FfiTV^V^iB?!ltrW1-5o 

H«V««©fc*©W*7*5^T-l 2B5-S C7°7^-A, |B>?!J## : 
7 7) f*. H^y-^-iB50O5'*Sg^W^y^-YXbS.OEc oR iw 
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HJ 3 (^^^B, ie^ij##: 7 8) tt, HiVfiOC^ = - K1"5 

!) ^-©fcfe©«f^7^-7-RHu J H 3 (^^v-C, ia^JH^-: 7 
9) ft, !J y*-©N*S^n - Kt5DNA(W/!J ^XlloHiVl 
5 ioc^^-FtSDNAit- 5tKfhbfc. y>#- 
©tfe©t^7-<-7-RHuVKl (7°7^-7-D, ia?lj#^-: 8 0) « N y 

£ P.- KT5 D N A £ ^—^-7 y y-tz i 5 {cl;H- Lit. 
LiVf^OtJ!)Of^7>f^HuVKl. 2 (^7^— E, EflI#-§- : 
10 8 1) liLiVt«(Z)N«^3-Kt5DNAM7 , !)^Xt5J:5^ 
ft-LTto L^V^OTcfecom^y^^-l 2B 5F-A {^7 4 F N SB 
?!l#^-:8 2) {4. L|V||(5C^n-Kt5DNAiW7"!)^Xl 

F L AG^:/^ F&P-Ki - 5 IB?'J (Hopp, T. P. £> % Bio/Technology, 6, 
1204-1210, 1988), 2 i@<D^#ih= KVS:t5N o t I ^JPgP^I^^^Wi" 
15 5«£ 5raffLfc„ 

^— PCR^^4oV^3o<^^A-B, C-D&tfE-F£?TV\ ^LT 
Jg- P C bftfc 3 oo P C R£j»£*n £> S #Ofg1#&t£ i 5 T y-fe 

y^y$^ 0 7"7^-amf^k, i5 7^;is^^syy 

*-SrfflV^fc?5«|j*l 2B 5-*i(F v«T3-Ki-«^*DNA*i«lbfc 
20 ~PCR)o fc*5 % f-PCRm^tlt Sf^l2B5Hi|V^3-Kt 
57*7^n KHE F — 1 2 B 5 H— g y 1 (HJ£0>J7. Gly Gl 

y Gly Gly Ser Gly Gly Gly Gly Ser Gl 
y Gly Gly Gly S e r !) ^^fi^n- KtSDNA 

WM (E?B## : 8 3) (Huston, J. S. b> Proc. Natl. Acad. Sci. USA, 85, 
25 5879-5883, 1988) ^T^57 B 77U'pSCFVT7-hM2 1 (t MHfc 
ONS-M2 ltfcflO (Ohtomo, T. b> Anticancer Res. 18 (1998), 4311-4316), 
%.X$Wmj$.l 2B 5 L«VSB#&a-K1-*:7 , 7*$ KHE F — 1 2B5 L-g 
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8— PCR8P&©J&$fc5 O/i 1 f4 % 5 ja 1 Ol OxPCR Gold Buffer II, 1. 
5mM MgCl 2 , 0.08mM d NT P s „ 5 y b ODN AzK J) p< 7 — 
-If AmpliTaq Gold (&Lt PERKIN ELMER ftMK lOOpmo 1 e-foW^y^-f 
•e-Xtfl 0 0 ng©#iiDNA^fU 9 4 'CO^WfigfcT 9 &ffIR L 
5 -C^t9 4ttT3 0m 5 5t^T3 0g>fKIXtf7 2°CtC-C 1 * 
A'Sr 3 5 mmM. LfcgL K^ft^feSrMK: 7 2 °CT 5 &MAl«t Ltz 0 

PCR»A-B N C-D, M-Ftt^ZPCRT'Tyty^U Lfc 0 
IZPCRIIfcV^s Ul/il Of-PCRMA-B, 0. 5 ju 1 © 

PCR&J&^C-D&tfl u 1 OPCR£jfc^E-F N 10u 1 Ol 0*PCR 
10 Gold Buffer I U 1.5mM M g C 1 2> 0 . 0 8 mM d NT P s > 5^=yf 
©DNAtKU * 7 -if AmpliTaq Gold (£Uh PERKIN ELMER *kK) 9 8 

M lOPCRiM^ 9 4 1 O^fi^tT 9 ^f B R Lt^t 9 4°C^T 2# 
IB % 6 5ttt2 7 2 "CKT 2 #H9<7)1M * /V£ 2 @£ft Lfclk "ttb 

ftllOOpmol e*fo©7*9^-^— AStTFSrin^, j eLT9 4°C}CT3 
15 0 g>WJ % 5 5 °C\Z.X 3 0 7 2 "CtCT 1 #IW©lNf 9 3 5 Ufc 
S*S?R^Sr 7 2 TClcr 5 
US 11 P C R «fc 19 & CfcDNA^i 1 . 5 %mb&T#u -X?A'*M V^H 
IU E c oR I^No t I tillftU #6>frlfcDNAS£f>T-&P CHO 1 ^ 
^ — io&XPp COS 1-^2 (#jp¥8-2 5 5 1 9 6) \Z? v—~>?Ltz 0 
20 *5l^^-pCH01lt DHFR-AE-r vH-PMl-f (W 

0 9 2/1 9 7 5 9mm) t*h. E c oRIXVSma I IHftlUlJ; 9#C#iH£^ 
fcB'JBfcU EcoRI-Notl-BamHI Adaptor (^SatttlJ) 

2B 5— v<DZELV>T^y^iB^I^3-Ki-5DNAif>T'^tP7 ,, 7^5: 
25 K&pCHO- s c 1 2B 5MpCOS-s c 1 2B 5 b-ft%L1t 0 ft-??* 
^ KpCHO-s c 1 2B5M ? pCOS-s c 1 2B5i:t*tl5St^l 2 

b 5 f v (DmskWMBtxrr $ j mm^um^ 8 4 

7. 4 i^lia^lV^^ 1 2 B 5 jufe ( I e G, F a b ) R^iF v /K 
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9 d£± Kggjlll 

1 2B5ftft (IgG, Fab) RTfl 2 B 5titfl£**0-*«lF v (#9-^ 
^ K) fiCOS-7 MX H: C H O jBBJfi «rffi V ^5 * ^ 0 

5 Gene Pulser (BioRad tfctt) tjSV^sl/^ h o #U-i/ 3 y&£«k U sf^ 
^lALfc, 12B5ftft (IgG) 0|§m^^t5^0^m^^-HEF- 1 
2B5H-gy 1MHEF-1 2B5L-g k#1 O/i g-fo£ N 1 2B5F 
a bJ5fjt©3BSfcW:p F d- 1 2B 5H^HEF-1 2B5L-gK*§-10/zg 
To£ N -^Fv©»»pCOS-s cl2B5 (10/jg) &PB 
10 «L7cCOS-7» (1X1 0Wml) 0.8mll:I^U 

HniJIaLs 1.5kV % 2 5/i.FD©§ltW^Hifc 0 IKTlO^Fsl 

M^tftSDMEMiai (GIBCO BRL tfcfi) Klj&IIfcSfll L£. >I**J&#^ 
*MSfcPBS"C— IBftfrU ^kf'&M^ifeCHO-S-SFM II JfrjfiSrJlI*., 
15 BWUSfcLfc. M±»*3S't>b»fiaE?WSrl»*Ufcftv 0.22 M m 

12B5gi^©-*iFv (^y^^K) OfifffiMSSCHO 
*WJte8cfcffi2fc-r5fc«>, pCHO-s c 1 2B 53S^<**— SrTIBOJ: 

20 "t-ftfc^ Gene Pulser (BioRad *±§g) fc/BVsfc:* W fp#V-> 3 y 

t^LfcDNA (100m) tPBSteSBSLfcCHOSMS (l*10 7 #ffiJl&/ 
ml) ©0. 8ml fcft^Lfcfc y M^P^tK^TI O^IWlMILfcSL 

1. 5 kV N 25 M FD'©g*fcT^*£#;lfc. tKTl 0^BB©|al«»IW 
25 <D« % acv^ fnjKv-t/g^aSHfcJBJiaS:. 1 0 %© £ v^"^^-^ 
t5CHO-S-SFM II (GIBCO BRL tfcfi) l^PX^L7c 0 j§t2Bfl:5 
nM ^hM/^t-h (SIGMA thfi) 4^10%!? C H 
O-S-SFM II (GIBCO BRL &$S[) \ZXig^Ltc 0 &btltz* n-VKlO^T 
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mi$LV>%W l 2 B 5-*iFv^I4ttti: l/r»fcLfc. 1 0 

nM^ hH/^f (SIGMA fcM) Sr^tP^Jl^ itifiCHO - S - S FM II 

(gibco brl %m \zxmm&. mm±.mzm#>, &b&mt£V)mmmzm 

5 7. 5 CHO»MO 1 2 B 5 a^-^lF vOji 

7. 4-e#fc*Lfcl 2 B 5-*iF vMCHOli^f ±f i^O^ 
»H\ #tF L AG» 7 A&tWl/*ffl;& 7 Aid J: 5 frofc. 
(1) tFLAG»7^ 
«*±»f4, PBS X^Wit LttijL FLAG M277^=f^^ (SIGMA 

mm (pH3. 5) 7AH11 utg &K«r»ta t^ 0 ^mn^m. 

■hKlMYV X&Stmm (pH8.0) ^D^XfftLfc. S D S — PAGET? 
&ffi®££##fU -*<RF v«fg$;ft/t®:&£ Centricon-10 (MILLIPORE |± 
3D £#V>T*liL;fc,, 
15 (2) 27l4l« 

(1) ©aMtSKtts 0.0 1 %Tw e e n 2 O^tfPB Sf^tftLfcS u p 
eidex200*7A (1 0x30 Omnu AMERSHAM PHARMACIA *fc&) fcjfobq 

scl2B5ft2o©tW (A, B) ^^^HT^ttJLfc (04 8^1). . 
20 M#A N B Sr 1 4% - S D S - JK J) 7^ y ;l/7 5 W^V^T^Lfc. 

7Vv«r»7GjW*ftk &WMX*tm^ Laemml i 0^fefc!Jli:T*ft*»«: 

1 k Dld-^y K^^ifc.. I^AXt^B & Superdex200 PC 3. 
25 2/30 (3.2x3 0 Omm, AMERSHAM PHARMACIA ttSD fcJBV^fc^/VflKfifclJ; 
9^*fUfclt*% I^AT'ft£iJ^i0^i^4 4 kD, pj#B "C?fiPI 2 2 k 
D-fc*fflS*Lfc (B 5 0 aXtfb «±©***a>fc* If^Att s c 1 2B 

5-*®Fv<D^*»tt^-7--e, Btt*/^-T?«>5. 
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7 . 6 &m-*mF v <dt p omr vm&mm 

t MPOff^ (MP L) &&&1rZB a/F 3» (BaF/mpl) ^SH^lt 

BaF/Mp 1 1 0 % £ v«&lfojit (HyClone tt|g) ^tfR PM I 1 

5 6 4 0igi (GIBCO #M) X 2 mftfrLtzOh, 5X10 s «/m 1 ©&flflfr&|£ 
fcftS ±5 fcifciftteMBL*:. RMPL-*iJt**fctttHPO (R&D 
Systems tfcSl) £J#JreM^«lU £fflJ»M5 0 /z 1 ^^tfcttt bT 
PO.*Rtt 5 0 jli 1 fcjB*.T 9 6 ft-vf ^ D W h (Falcon ttSi) 

fc#&U CO^^a^- (C0 2 »|fc: 5%) T2 4R#P^i#*Lfc„ # 

10 WST-8f*H &Mfo&m%&mSF ■.-rXy-iTXttiM) &10ja 

1JPX. % MKllWlftftgff SPECTRA Fluor (TECAN tUS) Sr^V^S»Etl[*4 
50nm. *r.«S6 2 0 nm©»3tSSrS9^bfc. CO^ ydF-a."*-*- (C 
O a »^: 5%) t2^y^ 3 .'<- hLfc^ SPECTRA Fluor *jBV^ffASI 
£i6*4 5 0 nm, ^R8«ft 6 2 0 nm<&K3fe&£SI£Lfc. WST-SMli 

15 QLmmzfo tTtfeft 4 5 0 n m<2Sg££j££M-f 5 r £ *>b> 2 IfflOfi^ 
«ft*»«fcB a F/Mp 1 if mt£t£&fHffi Lfc. 

#si 2b sfcfc£**mw>isttcos-7m]&<Dmm±m*%^\ mpl 

ffi-?£>3l 2 B 5 I g G-CttJIgMtfJf^*^ ^tlT P Oi©7 
20 zf-X Yfe&&7FL1t<D\Z$$L (ED 5 0 ; 2 9nM), &Mt&&&tiL&H&~?1b 
512B5F ab©7^ h^t£f*^K^V^©T&ofc (ED 5 0 ; 3 4, 

7 2 4nM) 0 **tte#u f a b tmrnK^M^mt^-mxh^-'^m y 

(s c 1 2B 5) lC*3VV"CttED5 0^7 5 nMiS&VVr hjgtt^Bft 
c 1 2B505^f-ft*ai3£UfeJS*, (^/^-) tlM (^f 
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•7-©scl2B5Kil^il (1215 0 ^^©MPUcft-fS 
T=f-^ HStt*aSUfc*S*, B9 5 2lC^n5ts c l 2B5*y 

•7-tttED5 011^4 4 3 8.7 nMi: C O S - 7 «©i#*±?t ^Jfll^Jg* 

5 ^-*|Fv ( s c 1 2 B 5 v-) s c 1 2 B 5 C^t Li^ 4 

0 0ffiF»VV7=*=* h?§tt%^tfc (ED 5 0 ; 10.1 nM), £ feKl, — fffi© 
— *0F v-Cttfc hTPOfcbtffcl 2 B 5 I gG07i-7 f^tt^P^L 
< f±*raT,£Lfc©T=f=* blSH4^Lfc. 

10 0ffi©tW&M 

121. t M gG lfctfl^, fc h I AP%^mi-5L 1 2 1 0 3RBA (h I AP 
/L 1 2 1 0) fc^U£V^i&^i-7n-iH' h !7 -©*****"*-» T? 

<fo<5 0 

02. ^^7MABL - 1 t f I APSrMtSL 1 2 1 Ott (h 
15 IAP/L1210) fcWftttte|S^i-5ri:*SH-7n— f-^ M h !)—©*$ 

03. ^7MABL-2W, t V I APSr^-f*5L 12 1 0» (h 
IAP/L1210) feWAWIdt^* r. feft*^7t3— !M M MJ-©& 

'0 5. #3891©— #&F vifca-KtSDNA^ *JMffc*C#3l£*5fca 
lcttffllT«*385l^5 * S K©-fl©*3ftfc3*i\ 

06. #38W©— #0*F V&3-K1-3DNA&, *5L»**MfifcT»5l£* 

25 0 7. 4-?%htitzV=zx*>?v y f©j^mSr^"f^T*fc5„ 

£{fflU9, ^Pfi:^— (±a>fe 9 7. 4, 6 6, 4 5, 3 1, 2 1. 5, 1 4. 
5kDa^f), pCHOl|EACOS7»ft±i> pCHOM2^A» 
#*±». P CHOM2fAiJSi|i±l|}m«^MAB L - 2^-*iF v 
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yfa-zui LTWpCOS 1/L121 0 &BJ&Ktt>^LftV^ i n 

5 |9. MABL2-S cFv/COS7ttiti±tWll 3yfD-;v 
t LT^pCOS 1/L121 OUBiafcfilS^U^r. fcSr*i"7o— 9"-f 

110. nyfawl't UOp COS l/COS 7 «i§*±^©ft#te. h 
IAP/L12 1 0»KiS£<3-LftV^ i^f7D-f^ h> hi;-©*!** 
10 ^"TElT'fcSo 

011. MAB L 2 - s c F v/CO S 7»Sai|iJ:l|(5^l^ hIAP/L 
1 2 1 0 Iffljail^^^t 5 r t ^,7t7 o - t^f h y -©fe^Sr^t- 

Hi 2 . Hi£#| 5 . 6 ~&frtC ompetitive ELIS A©jtjft£raH" 
15 0Tfc!9> #3PJ3 Fv (MABL2-scFv) ©$tJ^3g^ttSr % = 

^n-yV£ LT©p CHO l/COS 7Mm&££ffibimLT, ~?tt*^J 

013. 7©TJKh—>^f|jeSft*Oilt*«r*i-0T?*>O^ =^bn 

—Art LX<Dp COS 1/L 1 2 1 OftUfilZltts ayhn^/VtUTWpCHO 
20 l/COS 7lMa^Jh^#:ttT<<h-^«r«fib^::i:«r*i-. 

Hi 4. &ife0!l5. 7OT^h-v'^f|^^ : <D^m^i-0-Cfcl?> =^hn 
— LT©pCOS 1/L 1 2 l'OttiUt MAB L 2 — s c F v/COS 

Hi 5. 7<DT7jfh-^M^m^m^-t-H-Cfel?^ h-IAP 

25 /L 1 2 1 oaaifiteWu a^hn-yut LTOpCHOl/COS 7*BJ&ig*± 

Hi 6. H»I5. 7©T7l?h-5/^|||iilSft*©jfe***i"HT?fc9x hlAP 
/Ll 2 1 0*ilfi»t»U MABL2-S c F v/COS 7Mi±iW 
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Ull 7. 7(D7#V-iSXmm%i%:<D&&*7FlrmX'h*), CCRF 

-CEM»{Cfi, =iy\>v-/Ut lTOpCHOl/COS7»J§l±i^ 

5 Ell 8. 5 . 7<7)T^^-V^^^O^^i-|iT•fel9^ CCRF 

-CEMH6WU MAB L 2 - s c F v/CO-S 7lKMSf «S 
WfcTtfh-S^&Wjgl^^fcacf- 5 0%). 

H.1.9. 9 ©C HO|ffljai4©MA B L - 2 tftft ^©-*iF v 

filSSigSJZlfcV^Tx Blue-sepharose % 7 J*X*%h%lKMft*'^ Kp*5'7'<* 

HI 2 0 . Ill 5 . 9 <D ( 2 ) f#bttfc®5>A x ®£B fcoV^^WtiiK: i 
9**ttLfc*MWr^H"TNfc!K Pi:9A^tejl>tt±£>#^g^ 3 6 k D % K# 
BTttEl 7 6 kDO&St±St-^^ (-en-etLA I £t>*B I ) LtcZ 
15 £ 

021. HiiS#!l5. 9©CH05fiBJia^©MABL-2$L^*3l5©— *HFvO 
l»«liiSJj:*5V>T#feJlfcW^t SD S -PAGET'MlW'fc 0 N fttih 
ft*m®3 5 k D t:^-©^y K©^-efc 5 r i tr/TT. 

El 2 2. CHOMI4©MABL-2»^©-*iF v ©ffi8Hz:*3V^& 

20 fcnfcs^-Ai^B i %?jmm^£vftffiLtL&$k*7f;irmx*hv, mftA 

I tt* y ^-fr fe * «9 % K#B I te^V ^b^wi fcij**-. 

024. 1 2©^K®iBBjajt^©MABL-2iFifr*5|5©-*»Fv 

025. mMM5. lZ(07T^Y-i/^mn^(0m§z^irmX'hr), hlA 



WO 01/79494 



PCT/JP01/03288 



64 

P/L 12 1 OSBJSfcfis ay ^u-jlst ltOv?7 I gGfcfcltTtfh— > 

S26. MMffl 5 . 1 3©T7Kh—>^SIjeSft*Ofe*S:^1"0"Cfc9N hIA 
P/L 12 1 OjWtel^U CHOijai4©MAB L 2 - s c Fv^^S 
5 mm\Z7tf}>~Z'X&tt&t&Z.k*7rrr (t^3/ig/ml) 0 

02 7. HWJ5. 1 3©7#hH ^«JBa*©Jif*Sr* , t"ia'Clb 9 x hIA 
P/L 1 2 1 OUHJSfciatU ^fl&gjBBJE^OMAB L 2 - s c F 
«*>£T^h-^4rfliei"5r.i:Sr^ (f«g3,i g/ml), 

02 8. H»]5. 1 3 0T^h-^^^^m^^^1-|HT*fc»9 N hIA 
10 P/L 1 2 1 Otttli, CHOMIMAB L 2- s c F v^E-/^— <D7 

/ml), 

0 2 9. Hi^5. 1 3 0T# i ^^Hfia*©^*^®"?*) 9 ^ hIA 
P/L 12 1 0 niftier ^HI»1MABL 2- s c F v^J^r—(DT 

15 i y^fijeffffl^ay vu-frkmgi&vhzz- k&i&r (tW3Mg 

/ml). 

030. nmms. l 3©7#h- >^»3BBfc*0**«r*-*"H-e*>?i, hIA 
P/L 12 1 OiHM&fclHu nyfo-;^ LTO"7^7 I g Glft&tt^CF LAG 
tt#©«iHH:J;oTt)7#h— >^«r»|jBL^r: k^k^t (f«S3^ g/ 
20 ml), 

03 1. MMffl 5 . 1 8©TaKh*-?/^fl3iaSl*©ft*Sr*i-BI ,, C«)9^ hIA 
P/L 12 1 OlWja^Lx CHOlJSI4©MAB L 2 - s c Fv^y?^ 

8S3u/ml). 

25 03 2. t hfHI»ttKPMM2^Lt^!)^©M4 I ©t M gGi 
Sr^MLfctOTfcOx v>)7|^i75t h#Mffil-J:9m^$^5t MgG 
©ft$rSH£Lfclt*fc^ea-e3!>9* s cFv/CHO^-7-^KPMM2a 

«HM LTV>5 r. £ Sr^i". 



WO 01/79494 



PCT/JP01/03288 



65 

HI 3 3. m&&mm<D'?>}X<D4iftB&%mLX&*), scFv/CHO^v 
0 3 4. MAB L-2^S^©2 0(Z>H^V^&t;20©L^V^^tf 

^mtiW- [s c (f v ) 2 ] *%m-fz>77*% y<D-m(owm*7F-t 0 
5 H3 5. mm\ - [lis] bftz£o\zvm®*w&u i^fKy^*- 

HI 3 6. HL^-f y©#y^:/^K©*j£:fcJ:T/^:/^Ky >^~©T^ /SfeK 

03 7. [UK] - [HfG fc*5J:M£V«fc«:»1SU Ji-o-i^Ky^*- 
10 (LH^-fT 0 ) Sr^gmi - ^^^^ K©— «0«5t*^i". 

03 8. LH^-fy©/Ky^7 s 5 L KO#it^J;^7 s ^K!J ^*-©7^tE 

039. 4^*3»tS^ai^^>'^'i3y7 l ^^©|g*Sr*1-0Tfc9. 

15 ^O^fKpyMft5MABL-2|:f|:s c F v tfSjgm LTV^S r. t £ 

04OaWb. H»J6. 3 (1) fcTfiK Lfc C O S 7 5»i##±?ff SrffiVN' 
fc7n-f--r h V -CDlfe^TF-fmXh t> > ^©^©-^y^Ky l'*- 

?:tt5MABL2-scFvS0ts c(Fv) 2 lt t M APM&LTitil^Ml 
20 tt«r*i"5 r t Sr*^". 

041. mMM6. 6©T/Kh-i/^f|^m©^^i"0T-fc<9 > scFv 
<HL3, 4, 6, 7, LH3, 4, 6, 7>Ws c(Fv) 2 fih I AP/L1 

210 mmz*t vxmmitmt&x&nmi-z - 1 sr*-r. 

042. miM 6.io ©0ams-frffMi©3ii*sr*i-BiT?* o s scfv<hl 

25 5><0^^—RX^s c (F v) 2 ^t h I AP^LTKV^fPtttr^-fS- 

i-. 

04 3. 6 . 1 1 © in vitro Ttf h— V^RjBSft*©fe***i"0-efc 9 * 
MAB L2-scFv<HL5 >©^T— &U*MAB L 2 - s c (Fv) 2 (ih I 



WO 01/79494 



66 



PCT/JP01/03288 



AP/L1210, CCRF-CEM<DMMl&fr*iLX&&fc&&)\zMti&?Z*W$ 
044. t h1TiiH»I^KPMM2*#«Lfc-T^^tC*5{t5fc Mf-fifffifCi 
5 v<HL-5>Ms c (F v) 2 ^KPMM23NBIia<7>ii5ilS:^^3ii<WJ.LTV> 

046. mm®m&<D^$x<o±ftR%;%mi : x&\), s c(Fv) 2 ®>-$mz.&^ 

10 T^^^IIl^M^ft-CV^ n £ S^LTV^o 

04 7. 1 5T^y^b^^y ^#-ia^J£^fcf?«f&l 2B5-*iFvl; 

04 8. mMM7. 5 (1) -C#btLfc#l 2B 5-##!F v ^VttififcJ; 
»?l»*lLfcjj$*Sr^-t-0"T?&9 % scl2B5ttt20©^ (®#A, B) 

15 ^^^fc^^^i- e 

04 9. Ulttf 7. 5 (2) fc*5V*T, #B^Ai3j;^B?rSDS-PAGElu 

05 0. HJiM7. 5 (2) C*3V^> ^AfeiVBiS u p e r d e x 2 
0 0*9AfcJ:9^*fLfc*Sf*«r*U (a) H^A-C(4Jt^»t±©^P*B 4 4 

20 kD|u N (b) Wi£BX\m2 2 k D^g^gf-^^jt- £ £^H% 
051. scl2B 5&tfl 2B 5fctft ( I g G, Fab) OTPO^T^ 
hSttO»SJS*«T* U l 2 B 5 I g GXtr-<|— **F v ( s c 1 2 B 5 ) 

tt. iSMl:TP o«<&7=*=* hfiH4Sr^i-5 £. t ^i~ 0 

0 5 2. s c 1 2B 5 ^ y W -7-OT P Ol7 =f=^ hm&<Z>fflfe& 

25 &&^u -m<Dftmm&ntfL*m^-*m f v ( s c 1 2 b 5 ^>r^-) «- 

fli©s c 1 2B 5<fc9^4 0 0ffiFEU:3S^7=*=* b«tt**U 
bTPOi:IWt>L< l±%hU±X hZZh *7jk-t B 



WO 01/79494 



PCT/JP01/03288 



67 

^Srfi3gL5«T^=^ HftB«r#LT*s!K ifcfcfctffcSH 1 (who 1 e I 

io mztiZo *%m<D&mtfLft*&%!&&k'tz>mmmmz. m, **** 
mz^ntm, m&yy*m. s£*M3Mu 'wmmmmmm^xn 



WO 01/79494 



PCT/JP01/03288 



68 

/uR#©H|HV««Sr 2o£t±Rt5L«[V«KSr 2o$Lk$ttffl&L#. 

5 . im.<D&mKW 0 

4. ; afc«t(t<|e*S % lo©HiVtWlO©LiV«^tf-*iF v© 
^-J&»b«jfc;S*L5lll*£ 1-3 Wfft^ 1 ■«fc1B#©3fc££ifc. 
10 5. ftSEfttftf^ 2o©H*V«*XV2o©L*lV««^tr-*«l^5^ 
•7? Ktffc*l»*3fi 1-3 01 vf*!^ 1 3®fc!B«0»3M*:. 

i~5 ©i^-fHd* l ^te!B«©3fir3Eftfe 

15 gfesea:*. 

8". HHV««Rt5/X«:LilVf(«^t hSfcH*V«ttRtf/XI*L«lV 
«*Tf*>5l»*5C i~7 ©l^f na* 1 3gfcSB#©efe3E#i#o 

»jkj® i ~ s ©ivf n*» i *tes^©&s&tfc. 

20 10. toV&m&¥iK ^.yxutf^l/ (EPO) foy^xf^ 
(TPO) W^nn-HI? (G-CSF) ^^77 

^3o;- (M-CSF) ^0 77^nr-flj 

$0^ (gm-csf) mmmftm? (tnf) ^*-n>r 

dr>-l (IL-l) StMfa 4>?~-v[*^-2 (IL-2) 5M?ff< 
25 ^-n^dr>--3 (IL-3) ^ (IL-4) ft 

#\ (IL-5) g##> y*-D-f dr^- 6 (IL- 

6) >f ^*-n-f*>-7 (IL-7) ^-P-f =¥^- 9 

(IL-9) g^fl^ ^^-P^^-10 (IL-10) WW*- 



WO 01/79494 



PCT/JP01/03288 



69 

P-f^-l 1 (I L-l 1) 2 (IL-12) 

£%fts J^f— 1 3 (I L-l 3) ^mW-, 

5 (I L- 1 5) >fy^7iDy-a (I 'FN - a) £S&> 4^9 

~?^uy-& (IFN-/3) jy?-7^vy-y ( I FN— y) g 

5 mfc, js**^*^ (gh) «MnaiimH^ 

(SCF) jfd^±^ii5iS^ (VEGF) 

(EGF) #«J*ftHT- (NGF) ftii3ftRI&i*B9? (F G 

F) g^ft, iM^aSSaSIH* (PDGF) 

^tE^-fl (TGF-/3) glfiLSKtt^SLlhH? (L I F) 3* 

10 fttt&^HB^ (CNTF) g^ft, tyn^^fyM (OSM) g^ffrfcitf 
No t ch7T5y-^ft36»fe*«»*>b»«*^5»**9l-^OiSk*K 
ft. 

T-fc5> H*JS i~io ©v^f l «telB<fc©3fe£ftfc. 

15 12. L $.Vm&RXfHm.Vfflb1)K m—<0*Sfvi-i-A'$ift&%-Vh<S>, It 

*Si~n ©vvf tifr l «^IB*fe©3fi:^^c 
#Jg 1 - 1 2 ©V^-f ft** 1 «^IB«©eS:Xtn[fl?. 

14. m**M. 1 ~ 1 3©VN"fn^l^lB«©ai:^^= 1 -Ki-5DNA e 

20 is. i~i3 wf i «jj:iBtt©afe^0ifrSrS^i"5tt«jaiiia. 
1 6 . bm^s i~i3 m^-rtifr i mzt5ffi<D&m7ift%m£.'t~5&±yoo 

1 7 . If^Jf 1-13 ©Vvf 1 £fc!S&©3fc^5tft©7 ^*-* h i UT©^ 
25 -*|FvM^t «»«&'pT?^SHfc-*«Fv^^'-Sr»$!ii-«r. 
-MF v »«Fttlcp"CK-*«F v ©^>f ^-Sr^**5 ri:^ 



WO 01/79494 



PCT/JP01/03288 



70 

5 2 1. *lSUl20!MfyK^ R-Xttftft5-**Fv*y 

*3®2oia«©^. 



WO 01/79494 



PCT/JP01/03288 




WO 01/79494 



PCT/JP01/03288 




WO 01/79494 



PCT/JP01/03288 




WO 01/79494 



PCT/JP01/03288 




mmnmm (mm 



WO 01/79494 



PCT/JP01/03288 




mm a mm (mm 



WO 01/79494 



PCT/JP01/03288 



6/43 



M7 




mm xmm mm) 



WO 01/79494 



PCT/JP01/03288 




WO 01/79494 PCT/JP01/03288 

8/43 

Ell 0 



© 



o 



8- 



8- 



990128.057 



10 




Tq n • • ffl MTT»i|^ — i — i 1 1 ni .,g 



10' 
FL1RTC 



7o< 



0i i 




WO 01/79494 



PCT/JP01/03288 



9/43 

mi 2 



II^ELISA 




pCHO1/C0S7 CM 
MABL2-scFv/COS7 CM 



mi 3 



990209.001 



! 



o. 





*• • • 

« • 

• 

" & \ 

4.57% 

" . .* 




* ' • 5.38% 



10 v 



10' 



10' 

Annexln V-FITC 



10° 



10" 



m *. m m mm® 



WO 01/79494 



PCT/JP01/03288 



m 1 4 



10/43 



■i 
1 

!3 



o- 



990209.003 



Mm 




5.50% 



5.18% 



10 u 10 1 1<T 



Annexin V-FITC 



10^ 



10 



1 5 



990209.005 



ro o. 



* 
1 

n 



o- 



O- 



• • • • • 


.V/: / 

♦ 

• 

• • 

' • 3.03% 

• • 


'WW?: 


* ' * • 6.46% 
• • • 



10 v 



10' 10* 10 J 

Annexin V-FITC 



10* 1 



WO 01/79494 



PCT/JP01/03288 



11/43 



HI 6 




HI 7 




,4 



Annexln V-FITC 



WO 01/79494 



PCT/JP01/03288 



12/43 

Ell 8 



* 990128.008 




Annexin V-FITC 



WO 01/79494 
HI 9 



13/43 



PCT/JP01/03288 



A 



i — i 
(i 




r -r r 

0 50 100 



WO 01/79494 



PCT/JP01/03288 



m2 o 



14/43 



Ht — r 



E 
c 

o 

00 
CM 




30 



40 



mwz.m 



WO 01/79494 



PCT/JP01/03288 



15/43 



H12 1 



MABL2-scFv0SDS-PAGE#tJf 



<CHO> 



<E. coli> 




+2ME 



-2ME 



I 

V 



I I I 

|y fy fy 

N V -S 



kDa 
200- 

116- 

974" 

66- 
45- 



31-^ 



21.5- 
14.5- 




+2ME 



-2ME 



WO 01/79494 



PCT/JP01/03288 



16/43 



®2 2 

TSK gel G3000SW 

20 mM »@&H»8, 0.15 M NaCI, pH 6.0 



CO 

a 

CM 



CO CO 

QQ 

XL XL 
CM 
CO CO 



4 W 



mm *, mm mm 



WO 01/79494 



PCT/JP01/03288 




WO 01/79494 



PCT/JP01/03288 



18/43 




WO 01/79494 



PCT/JP01/03288 



19/43 

m 25 



990819.004 





AnnexlnV-FITC 



B 26 



"o. 



! 



990819.024 



• • 



20.09% 




32.60% 



AnnexinV-FITC 



10 3 



i i i 1 1 n if 

io 4 



WO 01/79494 



PCT/JP01/03288 



SI 27 



20/43 



a 
•a 



I 





• 

*w \\ ' . 15.17% 




39.97% 



10" 



10' 



10' 

AnnexinV-FITC 



10 u 



1Cf 



m 28 



990819.022 



s 

I 





• • - • .* 

• • ■ 




5 • 




2.14% 


-41 P 






* - . • 2.65% 



10" 



10' 



AnnexinV-FITC 



10- 



10- 



WO 01/79494 



PCT/JP01/03288 



21/43 



m 29 



990806X23 



3.20% 




3.84% 



10 



1 



i<r 

AnnexinV-FITC 



10 3 



10- 



WO 01/79494 



PCT/JP01/03288 



22/43 



(S3 0 



990925.033 



X) 

1 

32 



o. 



i ■ y i f i i hi 



3.67% 




7,00% 



I I > l 1 1 1) I I I IIIU^ 



I 1 1 I II , 

10' 



10' 



10 2 

AnnexinV-FlTC 



10° 



03 1 



V 



990925.036 



I 



o - 



■ • 

- * 


- ■"■ v: . 

• • • 

. • •• 

• • 

* ■ • 

' • Syi!fi#jFS> ■ ~* . . 53.30% 


: 

• »♦ • - 


■v'V:]?^:*^ • . 
«5?S5k8£ :• : • 35.25% 



10 v 



10' 



AnreadnV-FITC 



10- 



10^ 



WO 01/79494 



PCT/JP01/03288 



23/43 



ms 2 



KPMM2 i.v. 

jfitffhlgGlCfctf SMABL-2 (scFv) 0)®}% 




0 2500 5000 7500 10000 

jfitff hlgG Oig/mL) 

** : p<0.01 



m #. x m & msm 



WO 01/79494 



PCT/JP01/03288 



24/43 



3 3 



KPMM2 Lv. 

£#£feft3MABL-2 (scFv) 0)®}£ 



100 



75 



50 



25 - 



scFv/CHO ^7- ** 

scFv/CHO €^7- 
PBS(-) 



l 



10 



20 



30 40 



50 

**; t&3£l;:J:S,P<0.0l 



it m. *. m m mm 



WO 01/79494 



PCT/JP01/03288 



25/43 

®3 4 




mm xmm mm) 



WO 01/79494 



PCT/JP01/03288 




mm x mm (mm) 



WO 01/79494 



PCT/JP01/03288 



27/43 



H3 6 



<h l 94 ~/<d y yx-mmmm trz; wsm> 



Hi 



gtc teg agt 
V S S 



gac gtc gtg 
D V V 



FLAG 











CF2HL-0/pCOSl 


0 


gtc teg agt 


gac gtc gtg 






V S S 


D V V 


CF2HL-3/pCOSl 


3 


gtc teg agt ggt ggt tec 


gac gtc gtg 






V S S G G S 


D V V 


CF2HL-4/pCOSl 


4 


gtc teg agt ggt ggt ggt tec 


gac gtc gtg 






V S S G G G S 


D V V 


CF2HL-5/pCOSl 


5 


gtc teg agt ggt ggt ggt ggt tec 


gac gtc gtg 






VSSGGGGS 


D V V 


CF2HL-6/pCOSl 


6 


gtc teg agt gt ggt ggt ggt ggt tec 


gac gtc gtg 






VSSGGGGGS 


D V V 


CF2HL-7/pCOSl 


7 


gtc teg agt ggt ggt ggt ggt ggt ggt tec gac gtc gtg 






VSSGGGGGG 


S D V V 



m 9 x m « mm 



WO 01/79494 



PCT/JP01/03288 




WO 01/79494 



PCT/JP01/03288 



29/43 



IE13 8 















hH 




— — 
■ 


■•■ gag ata aaa 




'J>i- caggtccaa — 




FLAG 


E IK 




Q V Q 














CF2LH-0/pCOSl 


0 


gag ata aaa 




cag gtc caa 






E I K 




Q V Q 


CF2LH-3/pCOSl 


3 


gag ata aaa tec gga ggc 




cag gtc caa 






E I K S G G 




Q V Q 


CF2LH-4/pCOSl 


4 


gag ata aaa tec gga ggt ggc 




cag gtc caa 






E I K S G G G 




Q V Q 


CF2LH-5/pCOSl 


5 


gag ata aaa tec gga ggt ggt ggc 




cag gtc caa 






E IKSGGGG 




Q V Q 


CF2LH-6/pCOSl 


6 


gag ata aaa tec gga ggt ggt ggt ggc 


cag gtc caa 






E IKSGGGG 


G 


Q V Q 


CF2LH-7/pCOSl 


7 


gag ata aaa tec gga ggt ggt ggt ggt 


ggc cag gtc caa 






E IKSGGGG 


G 


G Q V Q 



WO 01/79494 



PCT/JP01/03288 



30/43 



HI 39 



in v) cn 

o o o 

o o o 

■a- -s- 

o n "J 

j j J 

X I X 

N N N 

U. U. UL 

o o o 



www 
o o o 
o o o 

•8- -3- 

in (D S 

Jl Jl Jl 
XXX 

CM CM CM 
U. LL U. 

o o o 



www 
o o o 
o o o 
a. a a. 

o w ^ 
■ • ■ 

XXX 

-J -J 

CM CM 
U. U. 

o o o 



CO CO C/) 

o o o 
coo 
a a a 

S (O N 

III 

xxx 
— i — i — ■ 

a e 2 

o o o 



CM* 

s 
o 

X 

o 
a. 



WO 01/79494 



PCT/JP01/03288 



31/43 



40 a 



COS7 CM 




FITC 



CF2HL-0/pCOS1 COS7 CM 

CM ^ 




RTC 



CF2HL-3/pCOS1 COS7 CM 




CF2HL-4/pCOS1 COS7 CM 
^ 




CF2HL-6/pC0S1 COS7 CM 
8 




RTC 



CF2HL-7/pCOS1 COS7 CM 

CM-, — 

T— J 




RTC 



WO 01/79494 



PCT/JP01/03288 



32/43 



40 b 



pCHOM2(Fv)a COS7 CM 




RTC 



10 3 "l0 4 



CF2LH-4/pCOS1 COS7 CM 




i 1 i WWpnr7*mii^. j iii i i ii i^ i rrrrwf 

10° 10 1 10 2 10 3 10 4 
FITC 



CF2LH-6/pCOS1 COS7 CM 



CF2LH-0/pCOS1 COS7 CM 




CF2LH-3/pCOS1 COS7 CM 




10 u 10* 1<T 
FITC 



10 3 10 4 




i mi u r/r^i » M , i, i in,i,,> i "" > if 
1CT • 10 1 1(T i<r 1CT 
FITC 



CF2LH-7/pCOS1 C0S7 CM 




10° 10 1 



0 -o' l " lU *A 

1"(T 10°* 1CT 
PTC 



WO 01/79494 



PCT/JP01/03288 



41 



C0S7 CM 




■ 

10' 10* 10" 
Annexln V-FITC 



-8 S 
I 



33/43 

CF2HL-07pCOS1 COS7 CM 



1 

- ... 

! * 


. ■ : ; - y * 


.* 


8J2% 



CF2LH-0/pCOS1 COS7 CM 



a. 





» • • 1 




1m 

. ».70% 

: ; ' "V" * . 



Annexln V-RTC 



10 v 



10* 10* 10° 
Annexln V-FfTC 



10" 



pCHOM2(Fv)s COS7 CM 



rfe- 



3 


, . %• 4 " • 

t •-• • *; 17.05% 
«*•:£"*» • • " . 




3* * . . 22.00% 



10 w 



10' 



Annexln V-FITC 



10* 



CF2HL-3/pCOS1 COST CM 



o. o 



* » • 


V •**'* • ' 
v*"" .*•*.*• .*' ***** 






% " 22J0% 



10 v 



10' 10* 10* 
Annexln V-FITC 



10" 



CF2LH-3/pC0S1 COS7 CM 



o 1 



s 

Si 





VV* : ! 25.00% 







10 w 



10' 



Annexln V-FITC 



10" 



CF2HL-4/pCOS1 COS7 CM 



S 



•J • « 









10 V 



10' 10* 10* 
Annexln V-FITC 



10"* 



CF2LH-4/pC0S1 COS7 CM 



•* ✓ 


* t m 25.07% 







10 w 



10 1 i(r ii 

Annexln V-FITC 



10" 



CF2HL-6/pCOS1 COS7 CM 



CF2LH-6/pC0S1 C0S7 CM 



L-M 






M.M% 



10 v 



to' 10 fc 10* 
Annexln V-FITC 



10" 



I 

l-o. 



1 






V.. * SA46% 



Annexln V-FITC 



CF2HL-7/pCOS1 COS7 CM 



s 

a. 





• ■ I * 1 . 

»^« ^ 2S.M% 


- V- /" 


..\ « . • 30.31% 



i4» 



10 1 icr 

Annexln V-FITC 



10" 



CF2LH-7/pCOS1 COS7 CM 




10' 10 2 
Annexln V-FITC 



WO 01/79494 



PCT/JP01/03288 



34/43 

1214 2 



(A) pCOS1/L1210 mm (B) hlAP/L1210 




WO 01/79494 



PCT/JP01/03288 



04 3 



35/43 



100 



(A) hlAP/L1210 mm 




(B) CCRF-CEM 



100 




100 



ca Pi: 



mlgG 
Intact MABL-2 
MABL2-scFv <HL-5> 
MABL2-Sc(Fv) 2 



WO 01/79494 



PCT/JP01/03288 



36/43 



04 4 



HL5 10mg/kg 
1mg/kg 
0.1mg/kg 
sc(Fv) 2 10mg/kg 
1mg/kg 
0.1mg/kg 
Vehicle 




0 2500 5000 7500 10000 

itmM?y;<?W (Mg/mL) 



WO 01/79494 



PCT/JP01/03288 



14 5 



37/43 



% 



100 



75 



& 50 



25 




HL-510mg/kg* 
HL-5 1mg/kg 
HL-5 0.1mg/kg 
Vehicle 



20 40 60 



80 



100 



WO 01/79494 



PCT/JP01/03288 



38/43 



04 6 




sc(Fv)2 10mg/kg* 
sc(Fv)2 1mg/kg 
sc(Fv)2 0.1mg/kg 
Vehicle 



20 40 60 



WO 01/79494 



PCT/JP01/03288 




WO 01/79494 



PCT/JP01/03288 



,4 8 



40/43 



mAU 



1000 



s c 1 2 B 5 



0.0 



5.0 



290 142 67 32 12.4 
T T T T T 




10.0 



15.0 



20.0 ml 



WO 01/79494 



PCT/JP01/03288 



41/43 



124 9 




1 :sc12B5 Hj#A 
2:sc12B5 ®#B 



WO 01/79494 



PCT/JP01/03288 



42/43 



H5 0 



(*) sc12B5 A 



B 0.006 

§ 0.004 

m 0 002 

^ 0.000 

l£ -0.002 



290 142 67 32 12.4 kD 

I I I I I 




0.5 



1.0 



1.5 



2.0 ml 



(b) sc12B5 V<->> B 



g 0.15F 

00 
CM 

^ 0,10 

^ 0.05 



0.5 



1.0 




1.5 



2.0 ml 



WO 01/79494 



PCT/JP01/03288 



43/43 



05 1 



1.2 r 




0.0001 0.001 0.01 0.1 1 10 100 



jTsJt (nM) 




WO 01/79494 



1/51 



SEQUENCE LISTING 

<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> Agonist antibody 

<130> FP1009 

<141> 2001-04-17 

<150> JP2000-115246 

<151> 2000-04-17 

<150> JP2000-321821 

<151> 2000-10-20 

<150> JP2000-321822 

<151> 2000-10-20 

<150> PCT/JP01/01912 

<151> 2001-03-12 

<160> 109 

<210> 1 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 1 

ccatcctaat acgactcact atagggc 27 

<210> 2 
<211> 27 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 2 

ggatcccggg tggatggtgg gaagatg 27 

<210> 3 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 3 

ggatcccggg ccagtggata gacagatg 28 

<210> 4 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 4 

ggatcccggg agtggataga ccgatg 26 

<210> 5 
<211> 394 
<212> DNA 
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<213> Mus 

<220> 

<221> CDS 

<222> (1),.. (393) 

<223> pGEM-MlL. l-57;signal peptide, 58-394; mature peptide 
<400> 5 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct 45 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro 
5 10 15 

gcg tec age agt gat gtt gtg atg acc caa act cca etc tec ctg 90 
Ala Ser Ser Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu 

20 25 30 

cct gtc agt ctt gga gat caa gec tec ate tct tgc aga tct agt 135 
Pro Val Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser 

35 40 45 

cag age ctt eta cac agt aaa gga aac acc tat tta caa tgg tac 180 
Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

50 55 60 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt 225 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

65 70 75 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 270 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

80 85 90 

tea ggg aca gat ttc aca etc aag ate age aga gtg gag get gag 315 
Ser Gly Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu 

95 100 105 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 360 
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Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 
110 115 120 

acg tec gga ggg ggg acc aag ctg gaa ata aaa c 394 

Thr Ser Gly Gly Gly Thr Lys Leu Glu lie Lys 
125 130 

<210> 6 

<211> 409 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (408) 

<223> pGEM-MlH. l-57;signal peptide, 58-409; mature peptide 
<400> 6 

atg gaa tgg age tgg 
Met Glu Trp Ser Trp 
5 

ggt gtc cac tec cag 
Gly Val His Ser Gin 
10 

gta aag cct ggg get 
Val Lys Pro Gly Ala 
35 

tac acc ttc gtt aac 
Tyr Thr Phe Val Asn 
50 

ggg cag ggc ctt gag 



ata ttt etc ttc etc ctg tea gga act gca 45 
He Phe Leu Phe Leu Leu Ser Gly Thr Ala 
10 15 
gtc cag ctg cag cag tct gga cct gac ctg 90 
Val Gin Leu Gin Gin Ser Gly Pro Asp Leu 
25 30 
tea gtg aag atg tec tgc aag get tct gga 135 
Ser Val Lys Met Ser Cys Lys Ala Ser Gly 
40 45 
cat gtt atg cac tgg gtg aag cag aag cca 180 
His Val Met His Trp Val Lys Gin Lys Pro 
55 60 
tgg att gga tat att tat cct tac aat gat 225 
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Gly Gin Gly Leu Glu Trp He Gly Tyr lie Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tac aat gag aag ttc aag ggc aag gcc aca ctg act 270 

Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr 

80 85 . 90 

tea gag aaa tec tec age gca gcc tac atg gag etc age age ctg 315 

Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu 

95 100 105 

gcc tct gag gac tct gcg gtc tac tac tgt gca aga ggg ggt tac 360 

Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat agt tac gac gac tgg ggc caa ggc ace act etc aca gtc tec 405 

Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 . 

tea g 409 
Ser 



<210> 7 

<211> 394 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (393) 

<223> pGEM-M2L. 1-57; signal peptide, 58-394; mature peptide 
<400> 7 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct 45 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro 
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5 10 15 

ggt tec age agt gat gtt gtg atg acc caa agt cca etc tec ctg 90 
Gly Ser Ser Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu 

20 25 30 

cct gtc agtctt gga gat caa gee tec ate tct tgc aga tea agt 135 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

35 40 45 

cag age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 180 
Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

50 55 60 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt 225 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

65 70 75 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 270 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

80 .85 90 

tea gtg aca gat ttc aca etc atg ate age aga gtg gag get gag 315 
Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 

95 100 105 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 360 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 
110 115 120 

acg ttc gga ggg ggg acc aag ctg gaa ata aaa c 394 
Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
125 130 



<210> 8 
<211> 409 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (408) 

<223> pGEM-M2H. 1-57; signal peptide, 58-409; mature peptide 
<400> 8 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca 45 
Met Glu Trp Ser Trp lie Phe Leu Phe Leu Leu Ser Gly Thr Ala 
5 10 15 

ggt gtc cac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp lie Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tat aat gag aag ttc aag gac aag gee act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gac aaa tec tec ace aca gee tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 
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gcc tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea g 409 
Ser 

<210> 9 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 9 

cccaagcttc caccatgaag ttgcctgtta gg- 32 

<210> 10 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 10 

cccaagcttc caccatggaa tggagctgga ta 32 



<210> 11 
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<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 11 

cgcggatcca ctcacgtttt atttccagct tggt 34 

<210> 12 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 12 

cgcggatcca ctcacctgag gagactgtga gagt 34 

<210> 13 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 13 

catgccatgg cgcaggtcca gctgcagcag 30 



<210> 14 
<211> 27 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 14 

accaccacct gaggagactg tgagagt 27 

<210> 15 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 15 

gtctcctcag gtggtggtgg ttcgggt 27 

<210> 16 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 16 

cacaacatcc gatccgccac cacccga 27 

<210> 17 
<211> 27 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 17 

ggcggatcgg atgttgtgat gacccaa 27 

<210> 18 
<211> 57 

<212> DNA ) 

<213> Artificial Sequence 

<220> 

<223> PCR primer 
<400> 18 

ccggaattct cattatttat cgtcatcgtc tttgtagtct tttatttcca gcttggt 57 

<210> 19 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 19 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 
5 .10 15 

<210> 20 
<211> 828 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (826) 

<223> pscMl. MABLl-scFv 

<400> 20 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta' etc 45 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu 
5 10 15 

get gec caa cca gec atg gcg cag gtc cag ctg cag cag tct gga 90 
Ala Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly 

20 25 30 

cct gac ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 135 
Pro Asp Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

35 40 45 

get tct gga tac acc ttc gtt aac cat gtt atg cac tgg gtg aag .180 
Ala Ser Gly Tyr Thr Phe Val Asn His Val Met His Trp Val Lys 

50 55 60 

cag aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct 225 
Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro 

65 70 75 

tac aat gat ggt act aag tac aat gag aag ttc aag ggc aag gec 270 
Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala 

80 85 90 

aca ctg act tea gag aaa tec. tec age gca gee tac atg gag etc 315 
Thr Leu Thr Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu 

95 100 105 
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age age ctg gee tct gag gac tct gcg gtc tac tac tgt gca aga 360 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg 

110 115 120 

ggg ggt tac tat agt tac gac gac tgg ggc caa ggc acc act etc 405 
Gly Gly Tyr Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu 

125 130 135 

aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt 450 
Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly 

140 145 150 

ggt ggc gga teg gat gtt gtg atg acc caa act cca etc tec ctg 495 
Gly Gly Gly Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu 

155 160 165 

cct gtc agt ctt gga gat caa gec tec ate tct tgc aga tct agt 540 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

170 175 180 

cag age ctt eta cac agt aaa gga aac acc tat tta caa tgg tac 585 
Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

185 190 195 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt 630 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

200 205 210 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 675 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

215 220 225 

tea ggg aca gat ttc aca etc aag ate age aga gtg gag get gag 720 
Ser Gly Thr Asp Phe Thr Leu Lys lie Ser Arg Val Glu Ala Glu 

230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 765 
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Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 
245 250 255 

acg tec gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac 810 

Thr Ser Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp 
260 265 270 

gat gac gat aaa taa tga 828 

Asp Asp Asp Lys 

<210> 21 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 21 

acgcgtcgac tcccaggtcc agetgeagea g 31 

<210> 22 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 22 

gaaggtgtat ccagaagc 18 

<210> 23 
<211> 819 
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<212> DNA . 

<213> Mus 

<220> 

<221> CDS 

<222> (1)...(813) 

<223> pCHOML MABLl~scFv 

<400> 23 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
Met Gly Trp Ser Cys He lie Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 

ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gac ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tac aat gag aag ttc aag ggc aag gee aca ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr 

80 85 90 

tea gag aaa tec tec age gca gec tac atg gag etc age age ctg 315 
Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu 

95 100 105 
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gcc tct gag gac tct gcg gtc tac tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat agt tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 

140 145 150 

teg gat gtt gtg atg acc caa act cca etc tec ctg cct gtc agt 495 
Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gcc tec ate tct tgc aga tct agt cag age ctt 540 
Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 

170 175 180 

eta cac agt aaa gga aac acc tat tta caa tgg tac eta cag aag 585 
Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aag etc ctg ate tac aaa gtt tec aac cga 630 
Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

200 205 210 

TTT TCT GGG GTC CCA GAC AGG TTC AGT GGC AGT GGA TCA GGG ACA 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr 

215 220 225 

gat ttc aca etc aag ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Lys lie Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg tec gga 765 
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Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly 
245 250 255 

ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 810 
Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 
260 265 270 

aaa taa tga 819 
Lys 

<210> 24 

<211> 828 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (822) 

<223> pscM2. MABL2-scFv 

<400> 24 

atg aaa tac eta ttg cct acg gca gcc get gga ttg tta tta etc 45 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu 
5 10 15 

get gcc caa cca gcc atg gcg cag gtc cag ctg cag cag tct gga 90 
Ala Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly 

20 25 30 

cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 135 
Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

35 40 45 

get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag 180 
Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys 
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50 55 60 

cag aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct 225 
Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro 
65 70 75 

tac aat gat ggt act aag tat aat gag aag ttc aag gac aag gcc 270 
Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala 
80 85 90 

act ctg act tea gac aaa tec tec acc aca gcc tac atg gac etc 315 
Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu 
95 100 105 

age age ctg gcc tct gag gac tct gcg gtc tat tac tgt gca aga 360 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg 

110 115 120 

ggg ggt tac tat act tac gac gac tgg ggc caa ggc acc act etc 405 
Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu 

125 130 135 

aca gtc tec tea ggt ggt ggt ggt teg ggt ggt. ggt ggt teg ggt 450 
Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly 

140 145 150 

ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc tec ctg 495 
Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu 

155 160 165 

cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea agt 540 
Pro Val Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser 

170 175 180 

cag age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 585 
Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

185 190 195 
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ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt 630 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val 

200 205 210 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 675 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

215 220 225 

tea gtg aca gat ttc aca etc atg ate age aga gtg gag get gag 720 
Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 

230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 765 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 

245 250 255 

acg ttc gga ggg ggg ace aag ctg gaa ata aaa gac tac aaa gac 810 
Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp 

260 265 270 

gat gac gat aaa taa tga 828 
Asp Asp Asp Lys 

<210> 25 

<2U> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (813) 

<223> pCH0M2. MABL2-scFv 

<400> 25 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
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Met Gly Trp Ser Cys lie lie Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 

ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tat aat gag aag ttc aag gac aag gee act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gac aaa tec tec acc aca gee tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 

gec tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 



WO 01/79494 



PCT/JP01/03288 



21/51 



140 145 150 

teg gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt 495 
Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gec tec ate tct tgc aga tea agt cag age ctt. 540 
Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 

170 175 180 

gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag aag 585 
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga 630 
Pro Gly Glh Ser Pro Lys Leu Leu lie Tyr Lys Val Ser Asn Arg 

200 205 210 

ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr 

215 220 225 

gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga 765 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly 

245 250 255 

ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 810 
Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 

260 265 270 

aaa taa tga 819 
Lys 
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<210> 26 

<211> 456 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (450) 

<223> pCHO-shlAP. Soluble human IAP 
<400> 26 

atg tgg ccc ctg gta gcg gcg ctg ttg ctg ggc teg gcg tgc tgc 45 
Met Trp Pro Leu Val Ala Ala Leu Leu Leu Gly Ser Ala Cys Cys 
5 10 15 

gga tea get cag eta eta ttt aat aaa aca aaa tct gta gaa ttc 90 
Gly Ser Ala Gin Leu Leu Phe Asn Lys Thr Lys Ser Val Glu Phe 

20 25 30 

acg ttt tgt aat gac act gtc gtc att cca tgc ttt gtt act aat 135 
Thr Phe Cys Asn Asp Thr Val Val He Pro Cys Phe Val Thr Asn 

35 40 45 

atg gag gca caa aac act act gaa gta tac gta aag tgg aaa ttt 180 
Met Glu Ala Gin Asn Thr Thr Glu Val Tyr Val Lys Trp Lys Phe 

50 55 60 

aaa gga aga gat att tac ace ttt gat gga get eta aac aag tec 225 
Lys Gly Arg Asp He Tyr Thr Phe Asp Gly Ala Leu Asn Lys Ser 

65 70 75 

act gtc ccc act gac ttt agt agt gca aaa att gaa gtc tea caa 270. 
Thr Val Pro Thr Asp Phe Ser Ser Ala Lys lie Glu Val Ser Gin 

80 85 90 

tta eta aaa gga gat gee tct ttg aag atg gat aag agt gat get 315 
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Leu Leu Lys Gly Asp Ala Ser Leu Lys Met Asp Lys Ser Asp Ala 
95 100 105 

gtc tea cac aca gga aac tac act tgt gaa gta aca gaa tta acc 360 
Val Ser His Thr Gly Asn Tyr Thr Cys Glu Val Thr Glu Leu Thr 

110 115 120 

aga gaa ggt gaa acg ate ate gag eta aaa tat cgt gtt gtt tea 405 
Arg Glu Gly Glu Thr He lie Glu Leu Lys Tyr Arg Val Val Ser 
. ; 125 130 135 

tgg ttt tct cca aat gaa aat gac tac aag gac gac gat gac aag 450 
Trp Phe Ser Pro Asn Glu Asn Asp Tyr Lys Asp Asp Asp Asp Lys 

140 145 150 

tga tag 456 

<210> 27 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 27 

ggaattccat atgcaagtgc aacttcaaca gtctggacct gaactg 46 

<210> 28 

<211> 31 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
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<400> 28 

ggaattctca ttattttatt tccagcttgg t 31 

<210> 29 

<211> 741 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (735) 

<223> pscM2DEm02. MABL2-scFv 

<400> 29 

atg caa gtg caa ctt caa cag tct gga cct gaa ctg gta aag cct 45 
Met Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro 
5 10 15 

ggg get tea gtg aag atg tec tgc aag get tct gga tac acc ttc 90 
Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

20 • 25 30 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc 135 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly 

35 40 45 

ctt gag tgg att gga tat att tat cct tac aat gat ggt act aag 180 
Leu Glu Trp lie Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys 

50 55 60 

tat aat gag aag ttc aag gac aag gec act ctg act tea gac aaa 225 
Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys 

65 70 75 

tec tec acc aca gec tac atg gac etc age age ctg gec tct gag 270 



WO 01/79494 



PCT/JP01/03288 



25/51 

Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu 

80 85 90 

gac tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac 315 
Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr 

95 100 105 

gac gac tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt 360 
Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly 

110 115 120 

ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt 405 
Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val 

125 130 135 

gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat 450 
Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 . 145 150 

caa gec tec ate tct tgc aga tea agt cag age ctt gtg cac agt 495 
Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 

155 160 165 

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag 540 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin 

170 175 180 

tct cca aaa etc ctg ate tac aaa gtt tec aac cga ttt tct ggg 585 
Ser Pro Lys Leu Leu 'He Tyr Lys Val Ser Asn Arg Phe Ser Gly 

185 190 195 

gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat ttc aca 630 
Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr 

200 205 210 

etc atg ate age aga gtg gag get gag gat ctg gga gtt tat ttc 675 
Leu Met lie Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe 
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215 220 225 

tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg ggg acc 720 
Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr 

230 235 240 

aag ctg gaa ata aaa taa tga 741 
Lys Leu Glu He Lys 

<210> 30 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 30 

cagacagtgg ttcaaagt 18 

<210> 31 
<211> 72 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 31 

cgcgtcgacc gatccgccac cacccgaacc accaccaccc gaaccaccac caccttttat 60 
ttccagcttg gt 72 



<210> 32 
<211> 1605 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (1599) 

<223> pCH0M2(Fv)2. MABL2-sc (Fv) 2 

<400> 32 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 

ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tge aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 .75 

ggt act aag tat aat gag aag ttc aag gac aag gee act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gac aaa tec tec ace aca gee tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 
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gcc tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 

140 145 150 

teg gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt 495 
Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gcc tec ate tct tgc aga tea agt cag age ctt 540 
Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 
- 170 175 180 

gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag aag 585 • 
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga 630 
Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val Ser Asn Arg 

200 205 210 

ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr 

215 220 225 

gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga 765 
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Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly 

245 250 255 

ggg ggg acc aag ctg gaa ata aaa ggt ggt ggt ggt teg ggt ggt 810 
Gly Gly Thr Lys Leu Glu He Lys Gly Gly Gly Gly Ser Gly Gly 

260 265 270 

ggt ggt teg ggt ggt ggc gga teg gtc gac tec cag gtc cag ctg 855 
Gly Gly Ser Gly Gly Gly Gly Ser Val Asp Ser Gin Val Gin Leu 

275 280 285 

cag cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag 900 
Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys 

290 295 300 

atg tec tgc aag get tct gga tac acc ttc get aac cat gtt att 945 
Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He 

305 310 315 

. cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 990 
His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu" Tip .He Gly 

320 325 330 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc 1035 
Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe 

335 340 345 

aag gac aag gee act ctg act tea gac aaa tec tec acc aca gee 1080 
Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala 

350 355 360 

tac atg gac etc age age ctg gec tct gag gac tct gcg gtc tat 1125 
Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr 

365 370 375 

tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 1170 
Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 
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380 385 390 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt 1215 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly 

395 400 405 

ggt ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa agt 1260 
Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser 

410 415 420 

cca etc tec ctg cct gtc agt ctt gga gat caa gee tec ate tct 1305 
Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser lie Ser 

425 430 435 

' tgc aga tea agt cag age ctt gtg cac agt aat gga aag acc tat 1350 
Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr 

440 445 450 

tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc ctg 1395 
Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu 

455 460 465 

ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc 1440 
He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe 

470 475 480 

agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga 1485 
Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu Met He Ser Arg 

485 490 495 

gtg gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca 1530 
Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr 

500 505 510 

cat gtt ccg tac acg ttc gga ggg ggg acc aag ctg gaa ata aaa 1575 
His Val Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 

515 520 525 
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gac tac aaa gac gat gac gat aaa taa tga 1605 
Asp Tyr Lys Asp Asp Asp Asp Lys 
530 

<210> 33 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 33 

tgaggaattc ccaccatggg atg 23 

<210> 34 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 34 

cacgacgtca ctcgagactg tgagagtggt gccttggccc 40 

<210> 35 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
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<400> 35 

agtctcgagt gacgtcgtga tgacccaaag tccactctcc 40 

<210> 36 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 36 

gactggatcc tcattattta tcgtcatcgt c 31 



<210> 37 

<211> 22 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 37 

cgcgtaatac gactcactat ag 22 



<210> 38 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 38 
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gcaattggac ctgttttatc tcgagcttgg tcccccctcc gaacgt 46 

<210> 39 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 39 

gctcgagata aaacaggtcc aattgcagca gtctggacct gaact 45 

<210> 40 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 40 

gactggatcc tcattattta tcgtcatcgt ctttgtagtc tgaggagact gtgagagtgg 60 ' 

<210> 41 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 41 

gactgaattc ccaccatgaa gttgcctgtt ag 32 
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<210> 42 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400>-42 

cagtctcgag tggtggttcc gacgtcgtga tgacccaaag 40 

<210> 43 
<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 43 

cagtctcgag tggtggtggt tccgacgtcg tgatgaccca aag 43 

<210> 44 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 44 

cagtctcgag tggtggtggt ggttccgacg tcgtgatgac ccaaag 46 
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<210> 45 
<2U> 49 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 45 

cagtctcgag tggtggtggt ggtggttccg acgtcgtgat gacccaaag 49 

<210> 46 
<211> 52 
<212> DNA 

<213> Artificial Sequence 
<220> 

j 

<223> PCR primer 
<400> 46 

cagtctcgag tggtggtggt ggtggtggtt ccgacgtcgt gatgacccaa ag 52 

<210> 47 
<211> 20 
<212> DNA 

<213>. Artificial Sequence 
<220> 

<223> PCR primer 
<400> 47 

ggccgcatgt tgtcacgaat 20 



<210> 48 
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<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1) . . . (768) 

<223> CF2HL-0/pCOSl. MABL2-scFv<HL-0> 
<400> -48 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt gtc 51 
MET Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly Val 

5 10 15 

gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag cct ggg 102 
Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

20 25 30 

get tea gtg aag atg tec tgc aag get tct gga tac acc ttc get aac cat 153 
Ala Ser Val Lys MET Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His 
35 40 45 50 

gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 204 
Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly 

55 60 65 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc aag gac 255 
Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp 
70 75 80 85 

aag gee act ctg act tea gac aaa tec tec acc aca gee tac atg gac etc 306 
Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu 

90 95 100 

age age ctg gee tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt 357 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly 
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105 110 115 

tac tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc teg agt 408 
Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser 
120 125 130 135 

gac gtc gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat 459 
Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 145 150 

caa gee tec ate tct tgc aga tea agt cag age ctt gtg cac agt aat gga 510 
Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly 

155 160 165 170 

aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc 561 
Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu 

175 180 185 

ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt 612 
Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser 

190 195 200 

ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg gag get 663 
Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val Glu Ala 
205 210 215 220 

gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 714 
Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

225 230 235 

ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 765 
Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 

240 245 250 255 

aaa taa tga gga tec 780 
Lys 
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<210> 49 
<211> 45 
<212>.DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 49 

caagctcgag ataaaatccg gaggccaggt ccaattgcag cagtc 45 

<210> 50 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 50 

caagctcgag ataaaatccg gaggtggcca ggtccaattg cagcagtc 48 

<210> 51 . 
<211> 51 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 51 

caagctcgag ataaaatccg gaggtggtgg ccaggtccaa ttgcagcagt c 51 



<210> 52 
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<211> 54 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 52 

caagctcgag ataaaatccg gaggtggtgg tggccaggtc caattgcagc agtc 54 

<210> 53 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 53 

caagctcgag ataaaatccg gaggtggtgg tggtggccag gtccaattgc agcagtc 57 . 

<210> 54 

<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (768) 

<223> CF2LH-0/pC0Sl. MABL2-scFv<LH-0> 
<400> 54 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt tec 51 
MET Lys Leu Pro Val Arg Leu Leu Val Leu MET Phe Trp He Pro Gly Ser 
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age agt gat 
Ser Ser Asp 
20 

gga gat caa 
Gly Asp Gin 
35 

aat gga aag 
Asn Gly Lys 

aaa etc ctg 
Lys Leu Leu 
70 

ttc agt ggc 
Phe Ser Gly 

gag get gag 
Glu Ala Glu 
105 

tac acg ttc 
Tyr Thr Phe 
120 

cag tct gga 
Gin Ser Gly 

aag get tct 
Lys Ala Ser 
155 



gtt gtg atg 
Val Val MET 

gec tec ate 
Ala Ser He 
40 

ace tat tta 
Thr Tyr Leu 
55 

ate tac aaa 
He Tyr Lys 

agt gga tea 
Ser Gly Ser 
90 

gat ctg gga 
Asp Leu Gly 

gga ggg ggg 
Gly Gly Gly 
125 

cct gaa ctg 
Pro Glu Leu 
140 

gga tac ace 
Gly Tyr Thr 



acc caa 
Thr Gin 
25 

tct tgc 
Ser Cys 

cat tgg 
His Trp 

gtt tec 
Val Ser 

75 
gtg aca 
Val Thr 

gtt tat 
Val Tyr 
110 
acc aag 
Thr Lys 

gta aag 
Val Lys 

ttc get 
Phe Ala 
160 



10 

agt cca etc 
Ser Pro Leu 

aga tea agt 
Arg Ser Ser 
45 

tac ctg cag 
Tyr Leu Gin 
60 

aac cga ttt 
Asn Arg Phe 

gat ttc aca 
Asp Phe Thr 
95 

ttc tgc tct 
Phe Cys Ser 

etc gag ata 
Leu Glu He 
130 

cct ggg get 
Pro Gly Ala 
145 

aac cat gtt 
Asn His Val 



tec ctg 
Ser Leu 
30 

cag age 
Gin Ser 

aag cca 
Lys Pro 

tct ggg 
Ser Gly 

80 
etc atg 
Leu MET 

caa agt 
Gin Ser 
115 
aaa cag 
Lys Gin 

tea gtg 
Ser Val 

att cac 
He His 
165 



15 

cct gtc agt ctt 102 
Pro Val Ser Leu 



ctt gtg cac 
Leu. Val His 
50 

ggc cag tct 
Gly Gin Ser 
65 

gtc cca gac 
Val Pro Asp 

ate age aga 
He Ser Arg 

100 
aca cat gtt 
Thr His Val 



agt 153 
Ser 

cca 204 
Pro 

agg 255 
Arg 
85 
gtg 306 
Val 

ccg 357 
Pro 



gtc caa ttg cag 408 
Val Gin Leu Gin 
135 

aag atg tec tgc 459 
Lys MET Ser Cys 
150 

tgg gtg aag cag 510 
Trp Val Lys Gin 
170 
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aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 561 
Lys Pro Gly Gin Gly Leu Glu Trp lie Gly Tyr He Tyr Pro Tyr Asn Asp 

175 180 185 

ggt act aag tat aat gag aag ttc aag gac aag gcc act ctg act tea gac 612 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp 

190 195 200 

aaa tec tec ace aca gcc tac atg gac etc age age ctg gcc tct gag gac 663 
Lys Ser Ser Thr Thr Ala Tyr MET Asp- Leu Ser Ser Leu Ala Ser Glu Asp 
205 210 215 220 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg 714 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp 

225 230 235 

ggc caa ggc ace act etc aca gtc tec tea gac tac aaa gac gat gac gat 765 
Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Asp Tyr Lys Asp Asp Asp Asp 
240 245 250 255 

aaa taa tga gga tec 780 
Lys 

<210> 55 

<211> 351 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (351) 

<223> 12B5HV. 1-351 peptide 

<400> 55 

cag gtg cag ctg gtg cag tct ggg gga ggc ttg gtc egg ccc ggg ggg tec ctg agt etc 
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Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro Gly Gly Ser Leu Ser Leu 
5 10 15 20 

tec tgt gca gtc tct gga ate acc etc agg acc tac ggc atg cac tgg gtc cgc cag get 120 
Ser Cys Ala Val Ser Gly He Thr Leu Arg Thr Tyr Gly MET His Trp Val Arg Gin Ala 

25 30 35 40 

cca ggc aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga agt gaa tac tat 180 
Pro Gly Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg Ser Glu Tyr Tyr 

45 50 55 60 

gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt tec aag aac acc ctg tat. 240 
Ala Asp Ser Val Gin Gly Arg Phe Thr lie Ser Arg Asp Ser Ser Lys Asn Thr Leu Tyr 

65 70 75 80 

ctg caa atg aac age ctg aga gec gag gac acg get gtg tat tac tgt gcg aga gga gca 300 
Leu Gin MET Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala 

85 90 95 100 

cat tat ggt ttc gat ate tgg ggc caa ggg aca atg gtc acc gtc teg agt 351 
His Tyr Gly Phe Asp He Trp Gly Gin Gly Thr MET Val Thr Val Ser Ser , 
105 110 115 

<210> 56 

<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (57) 

<223> reader sequence 

<400> 56 

atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga 'ggt gtc cag tgt 57 
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MET Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly Val Gin Cys 
5 10 15 

<210> 57 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-1 
<400> 57 

atggagtttg ggctgagctg ggttttcctc gttgctcttt taagaggtgt ccagtgtcag 60 
gtgcagctgg tgcagtctgg gggaggcttg gtccggcccg gggggtccct gagtc 115 

<210> 58 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-2 
<400> 58 

aaggatatac ctgccaccca ctccagcccc ttgcctggag cctggcggac ccagtgcatg 60 
ccgtaggtcc tgagggtgat tccagagact gcacaggaga gactcaggga ccccc 115 

<210> 59 

<211> 115 

<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> 12B5VH-3 
<400> 59 

ggcaggtata tcctttgacg gaagaagtga atactatgca gactccgtgc agggccgatt 60 
caccatctcc agagacagtt ccaagaacac cctgtatctg caaatgaaca gcctg 115 

<210> 60 
<211> 115 
<21.2>DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-4 
<400> 60 

actcgagacg gtgaccattg tcccttggcc ccagatatcg aaaccataat gtgctcctct 60 
cgcacagtaa tacacagccg tgtcctcggc tctcaggctg ttcatttg 108 

<210> 61 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-S, PCR primer 
<400> 61 

ttcaagcttc caccatggag tttgggctga gc 32 

<210> 62 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> 12B5VH-A, PCR primer 
<400> 62 

ttgggatcca ctcaccactc gagacggtga ccat 34 

<210> 63 

<211> 433 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12)... (419) 

<223> HEF-12B5H-g gamma. 12-419 peptide 
<400> 63 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga 56 
MET Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg 
1 5 10 15 

ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga ggc ttg gtc egg ccc ggg ggg 116 
Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro Gly Gly 

20 25 30 35 

tec ctg agt etc tec tgt gca gtc tct gga ate acc etc agg acc tac ggc atg cac tgg 176 
Ser Leu Ser Leu Ser Cys Ala Val Ser Gly lie Thr Leu Arg Thr Tyr Gly MET His Trp 

40 45 50 55 

gtc cgc cag get cca ggc aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga 236 
Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg 

60 65 70 75 

agt gaa tac tat gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt tec aag 296 
Ser Glu Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser Ser Lys 
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aac acc ctg tat ctg caa atg aac age ctg aga gec gag gac acg get gtg tat tac tgt 356 
Asn Thr Leu Tyr Leu Gin MET Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 

100 105 110 115 

gcg aga gga gca cat tat ggt ttc gat ate tgg ggc caa ggg aca atg gtc acc gtc teg 416 
Ala Arg Gly Ala His Tyr Gly Phe Asp He Trp Gly Gin Gly Thr MET Val Thr Val Ser 

120 125 130 135 

agt ggtgagtgga tec 433 
Ser 

<210> 64 

<211> 323 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (323) 

<223> 12B5LV. 1-323 peptide 

<400> 64 

gac ate cag atg acc cag tct cct tec acc ctg tct gca tct att gga gac aga gtc acc 60 
Asp He Gin MET Thr Gin Ser Pro Ser Thr Leu Ser Ala Ser lie Gly Asp Arg Val Thr 
5 10 15 20 

ate acc tgc egg gee age gag ggt att tat cac tgg ttg gec tgg tat cag cag aag cca 120 
He Thr Cys Arg Ala Ser Glu Gly He Tyr His Trp Leu Ala Trp Tyr Gin Gin Lys Pro 

25 30 35 40 

ggg aaa gec cct aaa etc ctg ate tat aag gec tct agt tta gee agt ggg gee cca tea 180 
Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser Leu Ala Ser Gly Ala Pro Ser 

45 50 55 60 
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agg ttc age ggc agt gga tct ggg aca gat ttc act etc acc ate age age ctg cag cct 240 
Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr lie Ser Ser Leu Gin Pro 

65 70 75 80 

gat gat ttt gca act tat tac tgc caa caa tat agt aat tat ccg etc act ttc ggc gga 300 
Asp Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Tyr Ser Asn Tyr Pro Leu Thr Phe Gly Gly 

85 90 95 100 

ggg acc aag ctg gag ate aaa 323 
Gly Thr Lys Leu Glu He Lys 
105 

<210> 65 

<211> 66 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (57) 

<223> reader sequence 

<400> 65 

atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc tgg etc cca ggt gee 60 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu Trp Leu Pro Gly Ala 
5 10 15 20 

Aaa tgt 66 
Lys Cys 



<210> 66 
<211> 110 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> 12B5VL-1 
<400> 66 

atggacatga gggtccccgc tcagctcctg gggctcctgc tgctctggct cccaggtgcc 60 
aaatgtgaca tccagatgac ccagtctcct tccaccctgt ctgcatctat 110 

<210> 67 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-2 
<400> 67 

ggagtttagg ggctttccct ggcttctgct gataccaggc caaccagtga taaataccct 60 
cgctggcccg gcaggtgatg gtgactctgt ctccaataga tgcagacagg 110 

<210> 68 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-3 
<400> 68 

aagcccctaa actcctgatc tataaggcct ctagtttagc cagtggggcc ccatcaaggt 60 
tcagcggcag tggatctggg acagatttca ctctcaccat cagcagcctg 110 



<210> 69 
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<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-4 
<400> 69 

accatcagca gcctgcagcc tgatgatttt gcaacttatt actgccaaca atatagtaat 60 
tatccgctca ctttcggcgg agggaccaag ctggagatca aa 102 

<210> 70 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-S, PCR primer 
<400> 70 

ttcaagcttc caccatggac atgagggtcc cc 32 

<210> 71 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-A, PCR primer 
<400> 71 

tctaggatcc actcacgttt gatctccagc ttggt 35 
<210> 72 
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<211> 415 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12) . . . (398) 

<223> HEF-12B5H-g kappa. 12-398 peptide 
<400> 72 

aagcttccac c atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc 56 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu 
15 10 15 

tgg etc cca ggt gee aaa tgt gac ate cag atg acc cag tct cct tec ace ctg tct gca 116 
Trp Leu Pro Gly Ala Lys Cys Asp He Gin MET Thr Gin Ser Pro Ser Thr Leu Ser Ala 

20 25 30 35 

tct att gga gac aga gtc acc ate acc tgc egg gee age gag ggt att tat cac tgg ttg_ 176 
Ser He Gly Asp Arg Val Thr He Thr Cys Arg Ala Ser Glu Gly He Tyr His Trp Leu 

40 45 50 55 

gee tgg tat cag cag aag cca ggg aaa gee cct aaa etc ctg ate tat aag gee tct agt 236 
Ala Trp Tyr Gin Gin Lys Pro Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser 

60 65 70 75 

tta gec agt ggg gee cca tea agg ttc age ggc agt gga tct ggg aca gat ttc act etc 296 
Leu Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu 

80 85 90 95 

acc ate age age ctg cag cct gat gat ttt gca act tat tac tgc caa caa tat agt aat 356 
Thr He Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Tyr Ser Asn 
100 105 110 115 

tat ccg etc act ttc ggc gga ggg acc aag ctg gag ate aaa cgtgagtgga tcctaga 415 
Tyr Pro Leu Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
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